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c CORTISTATIN: NEUR OPEPTIDES . COMPOSITIONS AND METHODS 

Government . Support 

This invention was made with the support of the United 
States Government and the United States Government has certain 
rights in the invention pursuant to the United States .Public 
Health Service Contract GM32355 and NS22111. 

Technical Field 

The present invention relates generally to the discovery 
of a neuropeptide, designated cortistatin, that shares 
structural similarity with somatostatin yet, unlike 
somatostatin, enhances slow-wave sleep. Cortistatin nucleic 
acid and encoded polypeptides along with anti-cortistatin 
antibodies are useful in both screening methods, diagnostic 
methods and therapeutic methods related to modulation of sleep 
and disorders- thereof . 

Background 

Changes in arousal state from waking to sleep are 
.accompanied by dramatic changes in the electroencephalogram. 
(EEG) . The low amplitude, high frequency pattern of the awake 
EEG becomes dominated by high amplitude, low frequency 
synchronized activity in slow-wave sleep (SWS), followed 
sequentially by rapid eye movement (REM) sleep (Steriade et 
al., Science , 262:679-685 (1993). Acetylcholine (ACh) plays a 
key role in the transition of- the different phases of sleep 
(Shiromani et al . , Ann. Rev . Pharmacol . Toxicol 27:137-156 
(1987). SWS requires, low ACh levels whereas REM sleep is 
characterized by high ACh content. Ale©; these phases of 
sleep. have been shown to be differentially sensitive to a 
number of endogenous neuropeptides and cytokines, including 
somatostatin, which is known to increase REM sleep without 
significantly affecting other phases (Borbely et al . , Phvsiol . 
Rev- - 69:605-670 (1989). 

The present invention describes the cloning and • 
characterization of cortistatin, a hovel neuropeptide that has 
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been discovered to be a sleep-modulating molecuie with eff , 
opposing those mediated by ^somatostatin CortU ta^in 
however, exhibits strong structural similarity to ' 
somatostatin. Thus obtaining a cDNA clone from 
brai n specific iibraries. the mHKA ^ 7^ 

- U ,: .ate! ^-— -.^s described 

produ'^r:^: ■ ■ e t ri:: t ::„ has r been determined - - «- 

^Uarity to soL" a n's ^ V Str " CtUral 
aescribed herein, cortistat" Is" nl^Hf tnT" 

-:n=itcii^^ 

outp U nr P r :in c crrr have - «*.iy~*a.t. th . 

hippocampus ^hret ai rM l: "* ~ rt " "« 

. hfl , . ^ fc al " ISature, 368:823-828 (1994) -_ Mo 

that have been implicated in arousal state and . ' 

The neuropeptide somatostatin was fir** * 
hypothalamic peptide that inMh-* „ descrxbed as a 

— . et .rr ^ ™ h :rr release 

-plicated in many physiological phenome .' SiXT" ^ 
hippocampal function and REM sl e =„ „«, "eluding 
M«~ 367:26-30 (1986) Tthen " 
present largely i„ . pa Jcular — tostatin is 

Hendry e t ah, Proc " " "terneurons. See. 

<».«!, SchemcheTTTal.. 'n^LJZ^'," 



Hendry et al . , Proc n=>*i * ^ "" Wil£> - &ee, 

<-B4 ); SchemchefeTaf^f 1 ^^ ai:6526-6530 
and Morrison et 1 1 ' 47:227-232 (1984); 

ison et al., gram Rps , 262:344-351 (19 83 ) 
Somatostatin may modulate the output of pvr J ' 
primarily by depressing , Pyramidal neurons 

* depressing neuronal excitabili t-v <~ 
enhancement of the vn u; * ^uauinty, ln part via 

, 1 tAe voltage- dependent potassium m „ 
See, Moore et al o„ • potassium M current. 

« 3 ;^ s ZT 2 Zr e [ and schw — 

have' shown th=i- c„ » '"90). Pharmacological studies 

<Arau jo T t T T T'T alS ° inCeraCCS " Uh ^oHnergic 
"anci las et a [ ^^f 2 " 12 ^- M:1M«-13SS U990, and 
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(1986) and GABAergic (Freund et ah, Nature . 336:170-173 
(1988) systems, among others, thus modulating systems thought 
to underlie different aspects of behavior. 

As shown in the present invention, despite the physical 
similarities between somatostatin and cortistatin, 
administration of cortistatin iji_vivo depresses neuronal 
electrical activity but, unlike somatostatin," induces low 
frequency waves in the cerebral cortex and antagonizes the 
effects of acetylcholine on hippocampal and cortical measures 
of excitability, thus providing a mechanism for cortical 
synchronization related to sleep. 

Brief Summary of the Invention 

A mammalian neuropeptide, designated cortistatin, has now 
been discovered, cloned, sequenced and characterized for 
biological. activity. Cortistatin is expressed in cortical and 
hippocampal mammalian interneurons , has an amino acid residue 
sequence similar to but distinct from somatostatin, and has 
neurologic properties including neuronal " depression . sleep 
modulation and enhanced slow wave sleep. 

The basic discovery of a new polypeptide of this nature 
provides a variety of embodiments, including compositions 
methods of their use, and screening procedures for the 
identification of additional useful compositions. 

In one embodiment, the invention describes a 
substantially isolated cortistatin protein and a cortistatin 
polypeptide including an amino acid residue sequence defining 
a cortastatin polypeptide having a sequence that corresponds 
to a sequence in the Sequence Listing selected from the group 
consisting of SEQ ID NOs 2, 5, 6, 7, 8, 9. 10, 11, 12, 23, and 
24, 26. positions 44 to 74 of SEQ ID NO 26, positions 77 to 
105 of SEQ ID NO 26, and positions 89 to 105 of SEQ ID NO 26 
The polypeptide can be synthetic, recombinant or a fusion 
protean. Polypeptide analogs of cortistatin are also 
described. 

. The invention also describes a substantially purified 
nucleic acid having a nucleotide sequence that encodes a 
cortistatin polypeptide having a sequence that corresponds to 
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a sequence in the Sequence Listing selected fror, fh 

consisting of SEQ ID HQs 2 5 s , ' 9r ° UP 

positions 44 to 74 'of ' SEQ U,lo l: 

105 of SEO ID NO M . and posLions s 9 to is" 0 : " S " ^ 

ceus ™* 
::r:r:: n d : c^ u n nr~r to — 

, Tho . . < e -9-/ mRNA) are also described 

-i-u lnVentl ° n •!•» conte mpl ates an antibody that 

zmmunoreacts with rnri-ie»..^ y tnac 

sequence that correlponds " 3 P ° lyPeptid * «»«», a 

Listing selected frTT se *™™e the Sequence 

«. v, • , i :°: 2 : 3 9r ::d p r sistin9 ° f seo id *>• ». 
P ,eseL h : ^r:::::^:::: rr: piates a ktt - «. 

anti-cctistatin J^" ^.ST^r^ *" 
oligonucleotide of the invention ^ " 

— n body sample J^^ e ^""^ * 
of : M CJ - eic acid comprising the steps 

(a) hybridizing the nucleic acid in f ho k '> 

j^Lrrn r own in seq id no 1 

product; and ' M ' £onn a hybrid! zation 

product . ' W deCeCti " 9 ° f *- hybridization 

In a related method the invent- -i™ 
detecting the presence of a co^t^T • " ""^ 
^dy sample comprising the steps of " 8 hUma " 

-rti s tatin a a„tiboay a tnat 9 " ^ ^ "" h " 

cuiLiDoay that lmmunoreactq uHt-K u 

°r with a polypeptide having the a^ ^ 
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shown in SEQ ID NO 8 for a M m- • ^ - 

anti b o dy to Wno^r^^^n::, suffiqient for said 

sample and form an i™, * 9211 Pr£Sent in the 

a form an immunoreaction compl eX; and 

(b) detecting the presence of =n • 
complex, thereby det ec ting saL a n t r gen n " mUn0reaCtiOT 

Screening methods for identify,,,, 
cortistatin receptor are ^ ld6 " tlfyin 9 * ^and that binds to 
(a, Z T bribed which comprise.- 

receptor „ th H ^ d^rT^ h * Vl ° 9 3 

Ending o £ a t --tu, 

cortistatin receptor; and reCe P C °r l»9.»d to said 

cell having a cortistari,, contacting a, mammalian 

under ^u-^Vffi.^A--- 1 --'- »— 

receptor ligand to said cortistat^ cortistatin 
- a labeled cortistatin ^T^ 1 - ^ ~ 

- g an d ^o^ir::^::/^" ° £ «* — — 

sample comprising the . steps of * 

cor t istati^Uga C nd nt l C d" n9 3 ^ ^ ™ 

*no„n cortistat^ Tx^Z Pitting binding o£ a 

<W detect^ t* " CO " iS " Cin and 
Ugand bound to said t^e s :: p e i: nCe ~—ti„ 

- «pres T s h io r : p irr C e m i e r; r d : £or aiterins *~ 

-to said cell an oli^I^l^^r ^ ^-^^ 
hybridizing to the cortistatin specifically 
for activating the phvsiol f Alter "atively. a method 

receptor ^^^^1^°™ °' 
comprising contacting L I " ConCem Plated 

Pharmaceutical come" > -"istatin receptor with a 
acceptable carrieT an" fr^*^ « Physiologically 

>°rtista,in ^"t^ f'^^ — ' 
-eptor.antagonist can .be used Co S^T^T 
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Mutations in the 
comprises an expansion of ^1*1;: f ne .° f * «—l that 

sa ld mammal; and " 3 ""deic acid sample from 

: 6he ^uencf oi n3 „e h ^ e d erminea " l,Cle5ti ^ - 9 uence to 
gene to identify the presence " ""^ C ° r «*tatin 

CTO domain, and thereby Mid ;l: i ::— —ion i n the 

The Pharmacological activitv of ' 
can be exploited in a -thod for ind' 3 .^"" 3 "" 
comprising administering a phvsT " dU<=ln9 sle <* « a mammal 
composition containing I * .f^^caHy tolerable 
cortistatin a„a l0 g J ^T"^ 1 ^ Active amount of . 
inhibited by uae ff a ° ^."^ " sleep can be 3 

Other embodiments win T rece W°r antagonist. " 

1 ^ aPParenc ;.to one skilled in the 

Figure i illustrates hh. 
Predicted amino acid seguM oTraT^ 

» Example i. Tne prepLcortis tat *„ " "bribed 

nucleotide open reading frame"" * ° l0ne displa ^ a 33 6 

"hose cleavage site is i n d "tl^ 1^ "1 signal peptide 

contained within c „e coding reoion V ar ™- The CTG re P«t 
underlined, ^ G proteolytic cleaC Sl9n31 P ' Ptid ' 

could give rise eo ^ 13 Tr* 9 ' SiCeS (b °" « °r KR) 

a-ino acids long ,^f d ^ * h " Ch * d ^ box, and 14 
precursor. bOX) ■ or to the 29-residue 

Figure 2 illustrates th» , • 
(CST) and somatostatins ^ 9 ?~ nt °* «*"-ftiri-2, 
as described in Example l amin ° 3C±d residu * sequences 

r di:r: m L:^r^: c h : :rr ide s — - 

described in E le ° f ™°^e cortistatin as 

displays a 3 27 nucleotide ll PreprOC ° rtl ««in cOMA clone 

peptide * .r , .i7r*r- f r ,, -'" ith a - 

9e sit. as indicated by an arrow. 
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zz°z™ ;:ii:: 1 d i ::r in T the codin9 r — <>* 

• bold KS or KK) co Uid "'"t,^ 0 »««~lytic cleavage sites 
(hatched lined box) to a 13 amino acld cid 

line box, . 3 " amino K « Peptide . l ong j^^" 

se^ic\7:/; a " ? aii9nment ° f the — 

The human preprocortLLL ^"^»"^a tin cDNAs . 
open reading frame . Z " P BYS 3 315 ""^otide 

acid leucine. and chat '.^ th « — des the araino 

has been underlined: Two oo , ^ aWelen 9 ch between species 
-Xed with an ^Xadenylation signals are 

three species are shown in u^ Served among all 

are shown in lowercase. Ppercase - and those not conserved 

Figure 3b illustrates i-h. ■> • 
acid seguences of the ret. mouse" "TT °* dedu « d ? m ino 

precusors. The putative diT ° c °" is tatin 

bold. consensus rel^s^rl I^""" ^"-d 
cleavage sites in human M , " ( d ^ Proteolytic 
ri « to . 31 amino acid peotid ,t °* m could 

P^tide. and a 17 amino IZ P 1 id"? ' * " 

Figure 4 illu st Peptide (solid box). 

containing two micrograms' of °' ' N ° rth * rn ««= 

^ain. anterior pituftarv 1 " "^"^ *"* «t 
thymus, ovary and Z^iJ^ 1 9lnd ' -P^. ■ 

cortistatin cDNA pro" \\ Ts^lT^*** ^ ° 

Figure SA illustrates "e a l *' 
somatostatin bound to rl ^Placement of 12S Z . 

to GH, pituitary cells hv t-., 
somatostatin-^ and cortistatin ,/ Peptides, 
^e displaces by ^.S^;' h""^ *" B ~* 1 - »• 
carol.. „Mle that by somatostatin-!; L " " "» ^ 
circles. the cou minut . " Shown in the white - 

somatostatin (cp m /mg f?!,"? 111 '"" ° f 

"bile the molarity «f of the * " " °» '«» V-axis 

X "" ls - ™« combined data from f *' U "'* 1 °" th * 

are plotted as mean values A It T" lndepende " experiments 
included TRH and VI p as 1 ' " d Con "°^ 

as described in Example 5. 
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Figure SB illustrates cyclic amp of , 
* t, • ycuc stimulation in gh„ -.n 

following treatment with VIP T RH „ rt v ■ n . ln G «4 cells 

cortistatin-14 The v \ somatostatin-14 and 

levels in; ico : 0 ^; a ;:::^^ e 7 un ^^ ^ 

- P-e^ X 10 . ^ coJnLH ^ 

--rr • The — * ^r ts are 

tin 14 ar »d cortistatin-14 Th= 
performed as described in Exanlple s - Dn The — 

of CAMP concentration in pmol/L the <*ange 

against th e concentratio^f t h T *• Seated 

TRH induction on the x »»• P'Ptide. for either VIP or 

replicates and t h I expert ^ 2-4 

Fi 3 ure 6 iUustrates " h ""^ ° Ut t " 1 ~ : 

potential was -70 „V) to elicit aetTI <reStlng ""™*>«ne " 
(upward defections; truncate" Z P °" ntial . 
cortistatin-n .oar above rtoLr tL 10 " " iCh 1 " 
discussed in Example 8. ' * y and results »« 

neuron^!:. « ^W^ 1 " 9 "^^ of a CM 

hyperpolarizing step Arrow!, • T " ith 10 raV 

amplitude whiie the dot^T ^ * rel ** ati ° n ' 

state control ^^1""' ^ ' 
discussed in Example 8. *" " My are 

Figure 6C illustrates the effect 
Population spike (P S , amnli,- ! effecCs <* cort ls tatin-l4 on 

^ e lHS ' amplitudes in CAl nem^ne • 

- V-axis in "^^^^THS *T °" 

axis at three response levels: threshold ^ "~ 

~ - -"--.ttpi^rriTmH 

intralir^^riLtrL"- 4 "^""^ the 

the sleep-„a k e eye" " ^r^ 0 " ^ C °" iS — « 

the rat. Flj|.K,'7».i; 7 »-!, „. 3 „, 
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7A-4 respectively show wakefulness, slow-wave sleep 1 (SMS1 , 
slow-wave sl ee P 2 (SMS2) and r , pid eye ( > • 

The graphs all have the mean +/ - the standard error of the 
,ea„ percent , %) of total time of the recording plotted on che 
V-axrs agarnst the varying a.ou„t of cortistati„, 14 or control 
jotted on the X-a xi , The „.. y Md rM ^. are . discussed 

appiiid^rtyL^:::^-,^: : f r: °v ontophoreticaiiy 

; {0 ' 3 M > < somatostatin-14 n c; 
and cortistati„- 14 on PP responses in CA! neurons n v vo 
The percent of P 2/P1 response is ^ y-al^ainst 

-a e x L ncer : h imuius intervai in -"^-conds «„, 

with Ich IT T " Pl0 " ed " ith 3 empty *i~le whU. that 
The r / " dlCated With a d «»ed line and a filied square 
line :; t C n "»"-"«»-» are indicated with a dlZd' 

line , marked „ a th an open triangle and the combined 

. • LCd Clrcl e- The assay and results are 

discussed in Example 8. 

po t enl 9 L r " i 7 c it th d rOU9h ?F rePre * entatiV * recordings of field 
LlxLe^d n ^ ~™a 1 stimulation in 80 

Figure 7C with , ■ J baSellne recording is plotted in 

?D 9 !" ° " lth the Callbratio " bars of 2 mV and 10 ms. Figure 

aLin redUCti ° n ° f PP inhibiti °" -^h iontophoretic 

■S^ 1 " ° f ACH ' F±9Ure 7E Sh ° WS ^^neou 
seen T ^ tistatin-14 with ACH antagonized the effect 

IZAJT^ Fl9Ure ?F Sh ° WS d PP inhibition 

« The I™"?" 14 (Calibrati ->-s of , mV and 10 
The assay and results are discussed in Example 8. 
Figure 7G illustrates the effects of 

microiontophoretically (lOO-?™ „m . 

CQrHc , . . Y U0 ° 250 applied ACH and 

cortistatin-14 on local ffh =,-.«-• 

cortex Th B activity recorded in the visual 

<-orcex. The assay and result-* ay-«, ^- , 

The averaged EEC L r6SUltS are bussed in Example 8. 

eraged EEG power, spectra is plotted on t-h* v = • 
against fast activi f v ^ n the Y - ane ^ mV2 

cdumn,. ACH treatment ^vlrtTaTl ined^T ^ 
•dotted column,., and AGH/ cortistatin-^14 ^treated ' ^T'" 
The assay and results, are disused in ^ C ° 1Umn ' ' 
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A - Def in-i fr-ir^ 



Peptide linages. ^11!" " P ° lyPepCide « its 

are preferably in the ^rein 

isoreric for : ca i n ri: b r ;: lt f : t r i d f However - ~ sidu ~ 

residue, as long as the H= .'• ^ ! ° r an V I-amino acid 

stained by t^^^^^P^y is 

group present at the amino r . ' • " amin ° 

refers to the free car3 1*™™ °' * ^^"de. COOH 

se oarboxy group present »t 
carboxy terminus of a polypeptide t t 
Polypeptide nomenclature described V*"" 
243:3552-59 (1 969) anrt V ! ^-^X^ShSHL. , 

aviation: "^t^ elu^ V*'""-. 
fouowing Tab le of c^n^*"' — *» «- 



TABLE OF CORRESPONDENCE 

SYMBQT. 



y 

G 
F 
M 
A 
S 
I 

L 

T 

V 

P 

K 

H 

0 
E 
2 
W 



Tyr 
Gly 
Phe 
Met 
Ala 
Ser 
He 
Leu 
Thr 
Val 
Pro 



tyrosine 
glycine 

phenylalanine 
methionine 
alanine 
serine 

isoleucine 
leucine 

threonine 
valine 
proline 
Lys lysine 



His 
Gin 
Glu 
Glx 



histidine 
glutamine 
glutamic acid 
Glu and/or Gin 



R . Trp tryptophan 



Arg 



arginine 
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II 



D 



N Asn 
B Asx 



As P aspartic acid 

asparagine 



C 

x Xaa 



Asn and/or Asp 
C Y S cysteine 



Unknown or other 
It should be noted that all amino acid residue sequences 
represented herein by formulae have a left- to- right 
orientation in the conventional direction of amino- terminus to 
carboxy terminus. i„ addition, the phrase "amino acid 
residue" is broadly defined to include the amino acids listed 
xn the Table of Correspondence and modified and unusual amino 
adds, such as those listed in 37 CFR 1.822(b) (4) and 
incorporated herein by reference. Furthermore, should be 
noted that a dash at the beginning or end of an amino acid 
rescue sequence indicates a peptide bond to a further 

to q aTamino ^ " ^ <~ a covalent bond 

to an ammo-termmal group such as NH 2 or acetyl or to a 

carboxy- terminal group such as COOH. 

, ^SfiUfaLnant DNA (rDNft) moWm n 8 a DNA molecule produced 
by operative^. l inking two DNA segments. Thus, a recombinant 
DNA molecule is a hybrid DNA molecule comprising at least two 

Zl Se ^ uences not normally found together in nature. 

rDNA e not having a common biological origin, i e 
evolutionarily different, are said to be "heterologous" 

Victor: a rDNA molecule capable of autonomous 
replxcation in a cell and to which a DNA segment, e.g., gene 
or polynucleotide, can be operatively linked so as to bring 
about replication of the attached segment. Vectors capable of 
directing the expression of genes encoding for one or more 
Polypeptides are referred to herein as "expression vectors" 

Receptor: A receptor is a molecule, such as a protein ' 
glycoprotein and the like, that can specifically (non- ' 
randomly) bind to another molecule. 

forr.r^ 3 ^'' tCrm antibo ^ in -rious grammatical 

IZZ i herCin t0 rSfer t0 lmmUn ° 9l ° bulin molecules and 

-munolog.cally active portions of immunoglobulin molecules 
i.e., molecules that contain an antibody combining site or ' 
paratope. Exemplary antibody molecules are intact 
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immunoglobulin mo'lpn,i at . : i_' 

F(ab') 2 and F(v) . «nown.in the art as Fab, Fab', 

between an ^g^r^^T -™ 

molecule containing deterrainant - cont «ining molecule and a 

m oi:::i: n oV: zt: y th r:r site • -~ 

molecules that contain on, Population of antibody 

site capable of ^r^™?* " • 

monoclonal antibody thus ty^^LT " '* 

affinity for any epitope 1> 1 \ " * '•*»•»• bindi "9 

monoclonal antiLdy mly tneref " 1 ?™ 0 ~^- *' 

having a ^ui/JT^T^ - .antibody molecule 

■ m . y or an tibody combining sites ear-h 

=LTi:: io :; a d :s:n r ope - ••»•• ; 

~y.es Educed StT^^^ a .EST 

immunoglobulin secreting cell n„. tonally pure 

Population of antibody o : ^rT™"' 

methods of the present inventi" ' * Che 

t^Su* ZTT n opposite to the 

non-codi„ 9 strand ZTZTl'T 3 ^ *' " " '» »» 
~ J ' to 5 on the mRNA. 

airec^on^;u e r::L: lon9 t a dna ~ e in «- 

traveling i„ . T to ^T^ 1 *"" ° r «*. that is 

of the -DHA or 5.. to ~ dlreCtion along .the non-coding strand 

PaJt^rTe 310 " 9 C — 
nucleotide trinlet- , " 1CUl " s Wnce of contiguous 

aefine the •S^.^"! ln «"-.«o» that 

«#- protein encoding-portion r»-F a 

structural qene Tho - ' j ■ portion of a gene, or 

~ ".-.^ — - 
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Polypeptide ; A linear series of amino acid residues 
connected to one another by peptide bonds between the alpha - 
amino group and carboxy group of contiguous amino acid 
residues. -s 

Protein : a linear series of greater than 50 amino acid 
residues connected one to the other as in a polypeptide. 

: Substantially Purified or 1^1 when used in the 

context of polypeptides or proteins, the terms describe those 
molecules that have been separated from components that 
naturally accompany them. Typically, a monomeric protein is 
substantially pure when at least about 60% to 75% of a sample 
exhibits a single polypeptide backbone. Minor variants or 
chemical modifications typically share the same polypeptide 
sequence. A substantially purified protein will typically 
comprise over about 85% to 90% of a protein sample, more 
usually about 95%, and preferably will be over about 99%" 
pure . , Protein or polypeptide purity or homogeneity may. be 
indicated by a number of means well known in the art, such as 
polyacrylamide gel electrophoresis of a sample, followed by 
visualization thereof by staining. For certain purposes, high 
resolution is needed and high performance liquid 
chromatography (HPLC) or a similar means for purification 
.utilized.- . 

Synthetic Pep tide; A chemically produced chain of amino 
acid residues linked together by peptide bonds that is free of 
naturally occurring proteins and fragments thereof. 

B - Cortistatin Proh ejns and Polypent- -i He« 

Cortistatin has been cloned, sequenced and characterized 
from a variety of mammalian species, indicating that it is a 
neuropeptide found in all mammals, including humans rodents , 
mice, and the like mammals. The neuropeptide is not identical 
in ammo acid residue sequence between mammalian species, but 
is sufficiently similar that allows generalizations regarding 
function, and assures that one can identify and isolate the 
cortistatin gene in any mammalian species. 

Thus, variations at both the amino acid and nucleotide 
sequence level- are described in isolates of cortistatin, and 
such variations are not to be construed as limiting. For 
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t^:,t^ wlchin * — - 

•tjp. of c , " / «fferen=e between isolates of a 

deTe teri ouI :: r : a ::' an t Ch di " ere "« S -P^- non- 

variant ammo acid residues n„ 0 = 
about 95% honioloov ™* * Siaues ' Th "s a protein of 

9y ' and P^ferably at least 9fl* h~ i 

disclosed cortistatin i c homology, to a 

scatln is considered to be ar» ai-i^-i- 
of the disclosed corti ct-*- • allelic variant 

Propeptides having b^ol-Lal f f 00 "" - int ° 
insofar as these dfff! T aCtlVlty as Ascribed herein, 
as useful, ^l^^Z^^ '""V"™ -"—ted 
connotes all species of , ^ pol ^«P"^.' 

The complete coding nucleotide sequence of rat 
Preprocortistatin cDNA i«, ' -, 

in Figure i and l is 7« " ' nucleotides in length as shown 

s and iisted m SEQ ID NO l Th. „ 

Preprocortistatin cDNA clone presents a 336 71 ' 
reading frame ( OR F ) with a N I , nu cleotide open 

cleavage site betwee^ ^ te ^"al signal peptide whose 

9 sue between ammo acid position 27 and 28 
corresponding to a cleavage site aft-*. -, 

110. 9 6 after nucleotide position 

Translation of this t-**- „n M * 
novel protein of n 2 sequence encodes that a 

protein of 112 amino acid residues refers ^ 
preprocortistatin tv,»^ • ' re£er ^ to as rat 

' tln ' The an >mo acid sequence of rat- 

amino acid pairs, KK (lys-lvs) or vd /i 
produce mature cortist*n„ ^ . y ' °- r KR (lvs -arg) to 

cortistatin proteins referred to 
cortistatin-29 and cortiata tin-14 tm, T 

analogous to the ^ cleavage pattern is 

gous to the cleavage of preprosomatostat in at 28 and n 
residues as described by GlushanW et al Zc Nat! > , 
Sci -< ".Sfr 81:6662-6666 (1 98 4> an. • Ac *<* 

both basic pairs results i II AltCrnatlve1 ^ cleavage at. 
cortistatin ^ ^ production of mature 

cortistatin i 3 m addition to cortistatin-14 , ■ The rat 
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preprospecies along with prospecies and mature cleavage 
products are listed in the Examples in Table 1 including their 
noted amino acid residue sequences. 

Although cortistatin-13 is unrelated to known species 
cortistatin-14 shares n of 14 residues with somatostatin- 14 
as discussed in Example 1. 

Thus, the noted nucleotide and amino acid differences 
between somatostatin and cortistatin indicate clearly that 
they are the products of separate genes. 

The mouse homolog to the rat preprocort istatin cDNA has a 
complete coding nucleotide sequence of 427 nucleotides in 
length, as shown in Figure 3 and listed in SEQ ID NO 4 . The 
complete preprocortistat in cDNA clone presents a 327 
nucleotide open reading frame (ORF) with a N- terminal signal 
peptide whose cleavage site is between amino acid positions 25 
and 26 corresponding to a cleavage site after nucleotide " 
position 99. - 

Translation of this mouse cDNA sequence provides a novel 
protein of 109 amino acid residues, provisionally called mouse 
preprocortistatin. The amino acid sequence of mouse 
preprocortistatin is listed in SEQ ID NO 4 with the nucleotide 
sequence and in SEQ ID NO 5 alone. 

Similar to the rat preprocortistatin, cleavage of the 
mouse preprospecies to procortistatin generates a mature 
protein that is processed at either of two tandem basic amino 
acid pairs, KS (lys-ser) and KK (lys-lys) , to produce mouse 
cortistatin-29 and mouse cortistatin-14. As with the rat 
cleavage patterns, two smaller mouse cortistatin species of 13 
and 14 amino acid residues are produced when cleavage occurs 
at both sets of basic residues. The mouse preprospecies along 
with the prospecies and the mature proteins are listed in 
Table 1 in the Examples including their noted amino acid 
residue sequences . 

By introducing two gaps, the mouse and rat nucleotide 
sequences are 86% identical. Assuming that the mouse 
translation initiation product begins at the second -methionine 
triplet, u contains 108 amino acids compared to 112 for rat 
Again, after introduction of two gaps, the rat ' and mouse 
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proteins share 82% identitv THo ^ 

enuc y The mouse nucleotide spnnpn^ 

xuencicai to same region in the rat 
serene, thus supporting a functional conservation o the 

mature peptide tv.^ i-Ma* ne 

site of cLtJstatln !4 l Se9 r nCe fr ° m * »">«■«»» 

-including somV'e uitino T P ° lnCS ° f ~ 

substitutions 9 n °™«'«ive amino acid 

In view of the conserved domains and cleavaae ■ B if.. , 

oenprahinrr ■ ^iccivage sites for 

generating mature cortistatin proteins for two mammals rats 

The human h„ i man "" alS includi "9 h«"»n.. 

complete ^Z^^ ^ has a 

length, as s„o!„ T« gur! H^JM I" ° Ucl ~»— *» 
complete preprocortisJtln »~ ^ ' ^ 

nucleotide open reading frame, beginning at ^ 7e of SEQ 

protelrrf 1 ^"- ^ ChlS hUraan CDNA Se9UenCe ■ —1 

preprocortistatin'is strL ^T^nd Us^T ■ 

NO 26. 96 JD ' and listed in SEQ ID 

huma„ SimUar C ° r " PrePrOC< »"«•"».. cleavage of the 

p": ei n pr : h p i: species to ™^"'^- t e Sa 9 , atut r 
l:l am n r a id^rt" ? he v £ tw ° rr <—> — 
.positions „ to p :r i EQ p r;r :rL co h rtiscacin ' 29 
p^r a : to 105 -V» ~ J.r r h n ur istatin - 

prot^ns r ^ " 9 " ith — the mature 

The h^ ta ^: 1 r. t r 1 : t 1 ; uei h ~ ti - sequences - e 7i * 

vith rat a lT " ° f the laSt 14 residues 

lies just N t ~*""*tin- 1 4. The lysine doublet that 

nserved in the human sequence The DNA sequence 
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upstream from the processing site of cortistatin-14 are not 
very conserved across species. However, rat cortistatin-3 1 
and human cortistatin-31 (positions 44 to 74 of SEQ ID NO 26) 
share 13 residues clustered in their N- terminal regions that 
are conserved among the rat, mouse, and human prohormone 
sequences . ■ 

A cortistatin protein of this invention can be in a 
variety of forms, depending upon the use therefor, as 
described herein. For example, a cortistatin can be isolated 
from a natural tissue. 

Alternatively, a cortistatin of this invention can be 
recombinant protein, that is, produced by recombinant DNA 
(rDNA) methods as described herein. A recombinant cortistatin 
protein need not necessarily be substantially pure, or even 
isolated, to be useful in certain embodiments, although 
recombinant production methods are a preferred means to "" 
produce a source for further purification to yield an isolated 
or substantially pure receptor composition. A recombinant 
cortistatin protein can be present in or on a mammalian cell 
line or in crude extracts of a mammalian cell line.. 

In one embodiment, a cortistatin protein is substantially 
free of other neuropeptides, so that the purity of a 
cortistatin reagent and freedom from pharmacologically 
distinct proteins affords use in the screening methods. The 
recombinant production methods "are ideally suited to produce 
absolute purity in this regard, although biochemical 
purification methods from natural sources are also 
contemplated. in this regard, a cortistatin protein is 
substantially free from other neuropeptides if there are 
insufficient other neuropeptides such that pharmacological 
cross-reactivity is not detected in conventional screening 
assays for ligand binding or biological activity. 

Preferably, a cortistatin protein of this invention is 
present in a composition in an isolated form, i.e.", comprising 
at least about 0.1 percent by weight of the total composition, 
preferably at least 1%, and more preferably at least about 
90%. Particularly preferred is a substantially pure 
preparation of cortistatin, that is at least 90% by weight, 
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and more preferably at least oq* k„ • ^ 

methods useful for t he ^ , 9 ' Biochemi «l 

' isolated ™ ^ enrichment and preparation of an 

isolated cortistatin based on the chemical properties of a 
polypeptide are well kn m ,n j Properties of a 

. production o f prote L^wMcn """"^ U " df ~ ^ 

by weight . ^ " e en " ched ^ greater than 99% 

. - An - isolate d or recombinant -cortistatin-protein of S, « 
invention can be uss»rl ( n , , • ' eln o£ th is 

further herein l£rl\ * * ' des ~ibed 

nerein. A cortistatin protein can be used as an 
—gen to produce antibodies i^noreactive h 
cortistatin. Cortistatin proteins can be use! 2 ■ 
ligand binding assays for ia.**- ■ * ■ , ln virr " 

specificity/ S ^ ays for identifying ligand binding 
specificities, and agonists or antagonists thereto to 

apparent to -'ZSJttZJ"* ~* 

ccrti^r^eir:/^:' ion — ~ — <*. - > 

made variant which . • ! lnVenCl ° n - *» analog is . man . 
this inve^iorin te S - S qUaliCi6S ° f 3 -"istatin of 

binding cecity or tT -activity, ligand 

cortistatir < ^ £uncti ° nal Properties of a 

cortistatin protein of this invention. An analog can 

PolypepTIde 6 3 CleaVa9e Pr0dU " ° f can L a 

^rr:::: :r™:r: h a r tion °< — - - 

removed. and can^Ta " membrane a " Ch ° r has bee " 

S ome ^tr^r^-s:^-^ in - hich 

permutations. altered, to name a few 

Insofar as the present disclosure identif i M 
from different mammalian species the V cortistatin 
to be limited to a cortis^ lnVention not 

few mammalian species ^3 ^^ ^ ^ " 3 

mammalian cortistatin" invention contemplates a 

or biochem ca ^ u ^ C at r L ei r ^ ^ * ^ ™* • 

a variety of " atUral SOUrc ^, from any of 

anety of species including man, mouse, rabbit rat- / 
cat, sheep, cow anri t-v,- -1 • , ra °oit, rat, dog, 

P ' the llke mammalian species, without 
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limitation. . Human and agriculturally relevant animal species 
are- particularly preferred. 

Exemplary cortistatin species identified herein are 
mouse, rat and human cortistatin. 

The nucleotide (cDNA) sequence of rat preprocortistatin 
is shown inSEQ ID NO 1, and corresponding amino acid residue 
sequence of rat preprocortistatin is shown in SEQ ID NO 2 
The amino acid residue sequence of rat procort istatin is shown 
m SEQ ID NO 6, and cleavage products are shown in SEQ ID NOs 
7,8 and 9 . 

The nucleotide (cDNA) sequence of mouse preprocortistatin 
is shown in SEQ ID NO 4, and corresponding amino acid residue 
sequence of mouse preprocortistatin is shown in SEQ ID NO 5 
The amino acid residue sequence of mouse procort istatin is 
shown in SEQ ID NO 10, and cleavage products are shown in SEQ 
ID NOs 8 , 11 and 12. •• 

The nucleotide (cDNA) sequence of human preprocortistatin 
is shown in SEQ ID NO 25, and corresponding amino acid residue 
sequence of human preprocortistatin is shown in SEQ ID NO 26 
The .amino acid residue sequences of the cleavage products are 
located at positions 44 to 74 (human cortistatin-31) • 
positions . 77 to. 105 (human cortistatin-29) , and positions 89 
to 105 (human cortistatin-17) of SEQ ID NO 26. 

The peptide designated rat cortistatin-14 is'highly 
conserved among species, and is" identical in sequence between 
mouse, and rat and human and shares 13 of the last 14 residues 
with human cortistatin-17. Thus, the The amino acid residue 
sequence of a portion of mouse and rathuman cortistatin-14 is 
shown in SEQ ID NO 8, and the amino acid residue sequence of 
human cortistatin-17 is shown in positions 89 to 105 of SEQ ID 
NO 26 . . 

^ A cortistatin protein of this invention can be prepared 
by a variety of means, although expression in a mammalian cell 
using a rDNA expression vector is preferred. Exemplary 
production methods for a recombinant cortistatin are described 
in the Examples. ...... 

Thus, the invention also provides a method for the 
production of isolated cortistatin proteins, either as intact 
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cortistatin protein, as fusion proteins or as smaller 

ZlZlTl £ 7 mentS ° f C °" is « Ci "- ^Production method 
generally involves inducing cells to express a cortistatin 
protein of this invention, recovering the cortisclin' T 
resulting cells, and purifying the cLtistltin J. 

o t lTs -hods, using a specific an^dy 

°* Chls -^vention.^or ^ther chemical procedures * 

The inducing step can comprise inserting a rDNA vector 
encoding . cortistatin protein, or fragment thereof 
invention, which rDNA is capaMe of expressing a cortistatin 
into a suitable host cell, and expressing the vector s 
cortistatin gene. . ° r s 

refers" toT T^' ^ " c °«"«"n Polypeptide- 

refers to a polypeptide having an amino acid residue sequence 
that comprises an amino acid residue sequence that 
corresponds, and preferably is identical , to , portion of a 
cortistatin of this invention. P°«ion of a 

vari 1 C °" iStatin P°lvpeptide of the present invention has a 
variety of uses according to the present invention 

Thus, a cortistatin polypeptide of this invention is 

e c pit r ::: e ; :: d by abiiity ~ *— *.<*»»y 

epitope (antigenic determinant) expressed by a cortistatin of 
this invention. Such a polypeptide is useful herein as a 
. component in an inoculum for producing antibodies that 
immunoreact with native cortistatin a„d as an antigen in 
immunologic methods. Representative and preferred cortL f 
Polypeptides for use as an immunogen in an' inoc^reW 

As used herein, the phrase "immunologically mimic- in its 
various grammatical forms refers 'to the ability of a 

TJlTX't" P ° lyPeptide of this invention to immunoreact with 
an antibody of the present invention that recogni.es a 
_ea native epitope of a cortistatin as define! Lein 

not b iden^arrtr"" that a subje - pci — 

cortistatin amin ° aCid rBSidUe se ^=n« of a 

:^:;:r n receptor ' so ion9 ae ^ ±n ^° »» 



BNSDOCIO <WO 97434 17A! | > 



WO 97/43417 

PCT/US97/08481 

21 

- In addition, certain cortistatin polypeptides derived 
from receptor binding portions of cortistatin have the 
capacity to inhibit the binding of the cortistatin that would 
normally bind a cortistatin receptor. Thus, the invention 
also contemplates cortistatin polypeptides which are ' 
specifically designed for their capacity to mimic exposed 
regions of cortistatin involved in cortistatin receptor 
.binding interactions and thereby receptor function 
Therefore, these polypeptides have the capacity to function as 
analogs to cortistatin, and thereby block function Such 
inhibitors of binding are referred to as therapeutic 
polypeptides because of their inhibitory capacity. 

In addition, polypeptides corresponding to exposed 
domains have the ability to induce antibody molecules that 
immunoreact with a cortistatin of this invention at portions 
of cortistatin involved in receptor protein function, and 
therefor the antibodies are also useful at modulating normal 
cortistatin function. 

A cortistatin polypeptide is preferably no more than 
about 120 amino acid residues in length for reasons of ease of 
synthesis. Thus, it more preferred that a cortistatin 
polypeptide be no more that about 100 amino acid residues 
still more preferably no more than about 50 residues, and 'most 
preferably less than 30 amino acid residues in length when 
synthetic methods of production' are used. 

Thus, the present invention also contemplates a 
cortistatin polypeptide that has an amino acid residue 
sequence that corresponds to the sequence of the cortistatin 
protein shown in the sequence listings, and includes an. amino 
acid residue sequence represented by a formula selected from 
the group consisting of the polypeptides shown in the sequence 
^stings. In this embodiment, the polypeptide is further 
characterized as having the ability to mimic a cortistatin 
epitope and thereby inhibits cortistatin function in a classic 
cortistatin receptor activation assay, as described herein 
^ Due to the three dimensional structure of a native folded 

Z^T ln m0lSCUle ' Pr€Sent inVenti °" contemplates that 

multiple regions of cortistatin are involved in cortistatin 



WSDOC.D <WO 97<M ,7A, . > 



WO 97/43417 * 

PCT/US97/08481 

22 

receptor function, which multiple and various regions are 
def med by the various cortistatin polypeptides described 
above. The ability of the above-described polypeptides to 
inhibit receptor- ligand binding can readily be measured in a 
ligand binding assay as is shown in the Examples herein 
Similarly, the ability of the above -described polypeptides to 
lnhlblt ^ lstat - receptor -.function can r.adily be" measured - 
m a receptor assay as is described herein. 

Thus, in another embodiment, the invention contemplates 
of r Al'TS P ° lyPePtide c -P-itions that comprise one or more 
of the different cortistatin polypeptides described above 
which inhibit cortistatin receptor function, admixed in 
combinations to provide simultaneous inhibition of multiple 
contact sites on the cortistatin receptor. 

A subject polypeptide includes any analog, fragment or 
chemacal derivative of a polypeptide whose amino acid residue 
sequencers shown herein so long as the polypeptide is capable 
of mimicking an epitope of cortistatin-. Therefore, a present 
polypeptide can be subject to various changes, substitutions 
insertions, and deletions where such changes provide for ' 
certain advantages in- its use. m this regard, a cortistatin 
polypeptide of this invention corresponds to, rather than is 
identical to, the . sequence . of a cortistatin protein where one 

IntZd- r S made ^ - tains the ability to induce 

antibodies that immunoreact with a cortistatin of this 
invention. 

The term "analog., includes any polypeptide having an 
amino acid residue sequence substantially identical to a 
sequence specif ically shown herein in which one or more 
residues have been conservatively substituted with a 
functionally similar residue and which displays the ability to 
induce antibody production as described herein. Examples of 
conservative substitutions include the substitution of one 
non-polar (hydrophobic) residue such as isoleucine. valine 
leucine or methionine for another, the substitution of one' 
polar (hydrophilic) residue for another such as between 

a ivcite\T ly " ine ' 9lUtamine -d aspara gi - n e, between 

glycine and serine, the substitution of one basic -residue such 
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as lysine, arginine or histidine for another, or the 
substitution, of one acidic residue, such as aspartic acid or 
glutamic acid for another. 

The phrase "conservative, substitution" also includes the 
use of a chemically derivatized residue in place of a non- 
derivatized residue provided that such polypeptide displays 
the requisite binding activity. 

"Chemical derivative" refers to a subject polypeptide 
having one or more residues chemically derivatized by reaction 
of a functional side group. Such derivatized molecules 
include for example, those molecules in which free amino 
groups have been derivatized to form amine hydrochlorides, p- 
toluene sulfonyl groups, carbobenzoxy groups, t- 
butyloxycarbonyl groups, chloroacetyl groups or formyl groups. 
Free carboxyl groups may be derivatized to form salts, methyl 
and ethyl esters or other types of esters or hydrazides. " Free 
hydroxyl groups may be derivatized to form O-acyl or O-alkyl 
derivatives. The imidazole nitrogen of histidine may be 
derivatized to form N-im-benzylhistidine . Also included as 
chemical derivatives are those peptides which contain one or 
more naturally occurring amino acid derivatives of the twenty 
standard amino acids. For examples: 4 -hydroxyproline may be 
substituted for proline; 5 -hydroxy lysine may be substituted 
for lysine; 3-methylhistidine may be substituted for 
histidine; homoserine may be substituted for serine; and 
ornithine may be substituted for lysine. D-amino acids may 
also be included in place of one or more L-amino acids. 
Polypeptides of the present invention also include any 
polypeptide having one or more additions and/or deletions or 
residues relative to the sequence of a polypeptide whose 
sequence is shown herein, so long as the requisite activity is 
maintained. J 

The term "fragment" refers to any subject polypeptide 
having an amino acid residue sequence shorter than that of a 
polypeptide whose amino acid residue sequence is shown herein. 

When a polypeptide of the present invention has a 
sequence that is not identical to the sequence of a 
cortistatin polypeptide, it is typically because one or more 
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conservative or non-conservative substitutions have been made 
usual y no .ore than about 30 number percent, more ttsuaU f 
-re than 20 number percent., and preferably no mor* than 10 
number percent of the amino ac id residues are substituted 
Additiona! residues may aiso be added at either terminus for' 
the purpose of providing a "linker" by which the poiypept ides 
° f 1 C rt hlS ^ nCi °" «» be- conveniently affi XS d to ^label 
solid matrix, or carrier. Preferably the linker residues do 
not form a cortistatin epitope, i.e.. are not simUar is 
structure. to a cortistatin. protein. 

Labels, solid matrices and. carriers that can be used with 
the polypeptides of this invention are described hereinbellw 

Am.no acid residue linkers are usually at least one 
rescue and can be 40 or more residues/ more often ! to io 
rescues, but do not form a cortistatin epitope. Typical 
amino acid residues used for linking are tyrosine, cysteine 
lysine, glutamic and aspartic acid, or the like. ,» addition 
from IT P ° lyPePtlde Ca " -less otherwise specif X' 

acetylation, or thioglycolic acid amidation, by terminal- 
carboxlyamidation, e.g.. with ammonia, methylamine. and the 

-*» 1 K. 6 • 

When coupled to a carrier to form what is known in' the 
of the " Carrle ^ hapten jugate', a cortistatin poiypeptide 
of the present invention is capable of inducing antibodies 
that immunoreact with cortistatin. In view of the well 
established principle of immunologic cross-reactivity the 

ZllTJlTT™ T er?£0re COTt ^ lat - a*tigeni C ally related 
rllzZT P^W-Ptides shown herein. ^ "antigenically 

related variant- is a subject polypeptide that is capable of 
inducing antibody molecules that immunoreact with a 
polypeptide described herein and with a cortistatin protein of 
this invention. wtcui 01 

for m T P T lde ° £ PreSent *■»•»"<» «V be used in the 

form of a pharmaceutical^ acceptable salt. Suitable acids 
which are capable of forming salts with the peptides of the 
present invention include inorganic acids such as hydrochloric 
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acid, hydrobromic acid, perchloric acid. nitric acld 
thiocyamc acid _ sul£ur . c acetic aL 

propionic acid. 9 ly co lic acid la P J" aCeClC acld ' 
oxalic acid, malonic acid succinic a T ^ 
acid, anthranilic acid =, : """^ a " d ' malei = fumaric 
■ acid. sulfanilic acir;/~ " aPh — 

sodium hydroxide ! "«9»ic bases such as 

- a„ d o^i™ rr ^vr 

and aryl amines (e o f H a ^ , . ' tri-alkyl 

amine, dimethyl „£ .~:^:r'^ iSOPrOPyl ~«>* 

ethanolamines ( e g ethane °P"onally substituted 

like). "hanolamino. diethanolamine and the 

synthesized by " n y of h TT .f^"* . can be 

skilled in the po^Lt H teCh " lqUeS that to those 

technics. SyntheT c :L e m ar r' inClU<3in9 
Phase ".rrifl.w^ ^! tIy teChni <^ ■««* as 
. Purity. a„ti 9 enic Z~7f"T ty % Pre£er " d *~ '™ ° f 

products, ease of I ° B £r ° m desired side 

... ease of production and the lit. » 

summary of the many technics availaMe ^ • x ~"« t - 
Steward and J.D. y oung .J," ^ allable ■ *Pund in j.„. 

Freeman Co., San Franci ^P"^ S >™h<-i=" . «-H. 

oan Francisco, 1969- m u^a- * 
«Ppnh,'^ A o , j-^o^, m . Bodanszky, et 

P. «. Academic ^.r^'LT'^aX^"^*' ""^ *' 

synthesis, and E. Schroder and K Kubk PhBSe 
1. Academic Press (New VorkP 1965 T , ■ Vol. 

synthesis, each of „ hlch < B <„ classical solution 

Additional peptide stntL lnCOrP ° rated h "«" by reference. 

sutclif f £ £ Ts Pa T . meth0dS a " d "«ibed by 

in u.s. Patent No. 4 900 An j ^ 

are hereby incorporated by re ere„ C e T "■^^^ 

9 rou P s usable in such synthesis Z desert V""" 1 " 

texts and in J F w M ,-r, • described in the above 

Chemistry Plenum'p ' " Pr ° te « ive «»~P. In Organic 

y ' ^enum Press, New Yor-w 10-7-5 

incorporated herein by referee ' ^ 
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In general, the solid-phase synthesis methods 
contemplated comprise the sequential addition of one or „ r «, 
ammo acid residues or suitably protected amino acid residues 
to a growing peptide chain. Normally, either the amino^r 

a sui:i bl r oup r £ the £ir " amin ° acid *° p™i d by 

ae ""able. -lectrvely removable protecting group. A 
deferent, selectively removable protecting group is utilized " 
for am.no adds containing a reactive side group such as 



or deWvali a z ed 0lid ^ " *h. Protected 

or denvatized amino acid is attached to an inert solid 

support through its unprotected carboxyl or amino gloup Th e 

select ve"! 9r ° UP °' * min ° °* CarbMyl » 

selectively removed and the next amino acid in the sequence 

pritiLd\: f ime r ry umin ° ° r carb °- i) — -™ 

protected ls admixed and reacted under conditions suitable f 

then added"' T T Protected, is 

wl been Vr/ 0 ' **** th * -*» acids 

terminal ^ " SSgU£nCe ' an * remaining 

air":" " 9r ° UP -roup, (and solid support, 

;oly p ~. Se9Uentially " - afford the'Lal 

A cortistatin polypeptide can be used, inter alia i„ t h „ 
diagnostic methods and systems of the: presen^^ to 
detect a cortistatin receptor or cortistatin itself present in 

IesclL S d a T le ' ° r f Can ^ US6d ^ PrePa " a " inoculum'! 
described herein for the preparation of antibodies that 

immunoreact with conserved epitopes on cortistatin 

_ In addition, certain of the cortistatin polypeptides of 

Present nVenti ° n ^ therapeutic methods of the 

;i::ir n co inhibit - tist ^ — - «- 
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C - Nucleic Acidfl a nd Pnly nnclenf -i 
The DNA segments of. the present invention are 
characterized as including a DNA sequence that encodes a 
cortistatin protein of this invention. That is, the DNA 
segments of the present invention are characterized by the 
presence of some or all of a cortistatin structural gene. 
Preferably the gene is present as an uninterrupted linear 
series of codons where each codon codes for an amino acid 
residue found in the cortistatin protein, i.e., a gene free of 
introns. 

One preferred embodiment is a DNA segment that codes an 
amino acid residue sequence that defines a cortistatin protein 
as defined herein, and the DNA segment is capable of 
expressing a cortistatin protein of this invention. " A 
preferred DNA segment codes for an amino acid residue sequence 
substantially the same as, and preferably consisting . " 
essentially of, an amino acid residue sequence shown in- the 
sequence listing for a cortistatin protein, such as in - SEQ ID 
NOs 2, 5, 6, 7, 8, 9, 10, 11, and 12, 26, positions 44 to 74 
of SEQ ID NO 26, positions 77 to 105 of SEQ ID NO 26, and 
positions 89 to 105 of SEQ ID NO 26. Particularly preferred 
DNA segments have a nucleotide sequence derived from the - 
sequence shown in SEQ ID NOs 1 , or 4 or 25. Representative 
and preferred DNA segments are described in the Examples. 

Homologous DNA and RNA sequences that encode the above 
cortistatin protein are also contemplated. 

The amino acid residue sequence of a protein or 
polypeptide is directly related via the genetic code to the 
deoxyribonucleic acid (DNA) sequence of the structural gene 
that codes for the protein. Thus, a structural gene or DNA 
segment can be defined in terms of the amino acid residue 
sequence, i.e., protein or polypeptide, for which it codes. 

An important and well known feature of the genetic code 
is lt s redundancy. That is, for most of the amino acids used 
to make proteins, more than one coding nucleotide triplet 
(codon) can code for or designate a particular amino acid 
residue. Therefore, a number of different nucleotide 
sequences may code for a particular amino acid residue 
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sequence. Such nucleotide sequences are considered 
functionally equivalent since they can result, in the 
production of the same amino acid residue sequence in all 
orgamsms. Occasionally, a methylated variant of a purine or 
pyr^dxne may be incorporated into a given nucleotide 

re e iat e ^shio° WeVer ' ~°****>» *> "* affect the coding 

relationship in any way 



A nucleic acid is any polynucleotide or nucleic acid 
fragment, whether it be a polyribonucleotide of 
polydeoxyribonucleotide. i.e.. rna or DNA, or analogs thereof 

orHf emb ° di, " entE - * -ol.c-1. is in the 

for. of a segment of duplex DNA. i.e. a DNA segment, although 
for certazn molecular biological methodologies, single- 
stranded DHA or RHA is preferred. . 

DNA segments (i.e.. synthetic oligonucleotides) that 
encode portions of cortistatin proteins = an easily be - 
synthesized by chemical techniques, for example, the 
phosphopriester method of Matteucci. et al . . (J . Am . Chen, 
Sp^ 1.3,31.5-31,1. or- using automated synthesis 

methods. in addition, larger DNA segments can readily be 
prepared by well Known methods, such as synthesis of I group 

hvbWd T ^ ChaC ^"^ DNA Se9ment - *»»«^ by 

hybrid a za tl on and ligation of oligonucleotides to build the 
complete segment. ' 

Of course, by chemically synthesizing the coding 
sequence, any desired modifications can be made simply by 
substituting the appropriate bases for those encoding the 
native ammo acid residue sequence. 

Furthermore. DNA segments consisting essentially of 
structural genes encoding a cortistatin protein can be 
obtained from recombinant DNA molecules containing a gene that 
defines a cortistatin protein of this invention, and can be 
subsequently modified, as by site- directed mutagenesis, to 
introduce any desired substitutions. 

1 - Cloning Cort- i gt- a< - j n G«=m ? c 

vari.r rtl t St ? in 9en " ° f can be cloned by a 

varrety of clonxng methods and from any mammalian species. 
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The cloning is based OB . the observatio „ ch 

significant degree of homology between kalian specif for 

any given cortiqtah^ ~* ^i. . . species tor 

Examples, using nucleic acid homology strategies ' 
clone^Totlls^n ° £ "r 1 ^ 

°NA level and atTe . K ^ "° % ac the 

level. Prefix clon ''° % h0 " Olo »~"« th. protein 

acid .olecu : IL t encT """^ * -oleic . 

' tnat encodes a cortistatin molecule of m,<, 
invention are desfrik.j "" e 01 this 

recitation f "° ribed ln che Examples, and includes the 
recitation of polynucleotide probes useful for th» , 
of iibraries of nucl . lc acid ™ ^ 

target cortistatin gene. Particularly preferred o T * 
^conserved region defined by aTd^cXT 

. - the. ,orm of a e^t.^ ^"STS 

-ra: :rr:::r tin : f tw - <;.„.. 

tissue: ' ParClCUl « 1 >' «~bral cortex or hippocampal 

The similarities between rat 

further extended to -the i^tif icationTf C °" iSt " in 
iteration - • ^entitication of a sequence, of 

iteration of trinucleotide CTG repeats. For the rat „ 

of three iterative ^ ,u " 6 m ° USe ' a se <3^nce 

iterations of the trinucleotide r-rr ; o 

within the region encoding the sianal ! PreSent ' 
presence of the iteration! sequence. Thus, the 

coding region ^^^^ ^ — ^ 

i^ur^/arruraiT"" 00 /" ocher — ^ — 

^ dS ca usal in neurological disea^ ~ 

dystrophy as described by Brook et a l 9 " my ° t0nic 

(1992) and fraail* y I ' 68 =799-808 

rragiie-X syndrome as dp«»-riv,^ , „ 
67:1047-1058 <i S91) * ^cnbed by Fu et al., g^, 

-ildly affected at 7 Atrophy patients who are 

Severely a felted n^d " ^ I„ 

«ec.ted individuals, the expansion can exist up to 
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several kilobase pairs. I„ contrast, in the normal 

* fro'™T f i0 V he rePeat SS9UenCe iS hi ^V variable ranging 

LTi e X l IndiVidUals drying severities of 

fragrle-X have been similarly characterized 

Thus, screening for the presence of a region 'of DNA in 
whrch the repeats are present in either normal. underexpansion 

or overexpansion _ form; can .provide a- genet-ic basis for 
diagnosis for some disease t k« 

uiseases. The same may be true for 

^££1 " eXPanSi ° n 01 re9i0 " tribute to 

the bas ls for a sleep- related or neuronal depressant-related 
disorder or disease of the brain. Passant related 

the rat"'*! T" Sh °"" 'hat of 

the rat may indicate that the iteration sequence is unstable 

spate's Ct t ° eXPanSi ° n " hM bee " — «ith other diseaL 

2 * Oliqonn cleotiHpg 

for ~J? V TT 3lSO C ° ntemplaCes oligonucleotides useful 
for methods to detect the presence of a cortistatin gene or 

L e :Lds ra r cr d ip m in a cissue ty dia — <«« " 

methods based. on the specificity of nucleic acid hybridization 
or primer extension reactions. nyoridnation 

Thus, in one embodiment, any polynucleotide probe having 

In3r e ° f 3 P0 " i0n ° f 3 ""istatih gene of this 
invention, or a related and specific sequence, is 

contemplated. 

Hybridization probes can be of a variety of lengths from 
about I0 to 5000 nucleotides long, although they will 
typically be about 20 to 500 nucleotides in length. 

ITlln^Tl m€th0dS eXtremely W611 k — in «» -t and 

will not be described further here. 

can H n 3 ? lated emb ° diment ' detection of cortistatin genes 
can be- conducted by primer extension reactions such as the 
polymerase chain reaction (PGR) To «-h=„- * 

utilized in Cnd ' PCR P ri ^ers are 

utilized m pairs, as is well known, based on the nucleotide 
sequence of the gene to be detected. 

Particularly preferred PCR primers can be derived' from 
any portion of a cortistatin DNA sequence, but are 
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preferentially from regions which are not conserved in other 
cellular proteins. 

"V 

A preferred PCR primer pair useful for detecting 
cortistatin genes and cortistatin gene expression are 
described in the Examples. Nucleotide primers from. the 
corresponding region of cortistatin described herein are 
readily prepared and used as PCR primers for" detection of the 
presence or expression of the corresponding gene in any of a 
variety of tissues. 

3 - Expres sion Vectors 
In addition, the invention contemplates a recombinant DNA 
molecule (rDNA) containing a DNA segment of this invention 
encoding a cortistatin protein as described herein. ' A rDNA 
can be produced by operatively linking a vector to a DNA 
segment of the present invention. 

As used herein, the term "vector" refers to a DNA 
molecule capable of autonomous replication in a cell and to 
which another DNA segment can be operatively linked so as to 
bring about replication of the attached segment. A vector 
adapted for expression of a gene product and capable of 
directing the expression of a cortistatin gene is referred to 
herein as an "expression vector". Thus, a recombinant DNA 
molecule is a hybrid DNA molecule comprising at least two 
nucleotide sequences not normally found together in nature. 

The choice of vector to which a DNA segment of the 
present invention is operatively linked depends directly, as 
is well known in the art, on the functional properties 
desired, e.g., protein expression, and the host cell to be 
transformed, these being limitations inherent in the art. of 
constructing recombinant DNA molecules. However, a vector 
contemplated by the present invention is at least capable of 
directing the . replication, and preferably also expression, of 
a cortistatin structural gene included in DNA segments to 
which it is operatively linked. 

In one embodiment, a vector contemplated by the present 
invention. includes a procaryotic replicon, i.e., a DNA 
sequence having the ability to direct autonomous replication 
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and maintenance of the recombinant DNA molecule 
extrachromosomally in a procaryotic host cell, such as a 
bacterial host cell, transformed therewith. Such replicons 
are well known, in the art. In addition, those embodiments 
that include a procaryotic replicon also include a gene whose 
expression confers drug resistance to a bacterial host 
transformed therewith. Typical bacterial drug resistance "~ 
genes are those that confer resistance to ampicillin or 
tetracycline. 

Those vectors that include a procaryotic replicon can 
also include a procaryotic promoter capable of directing the 
expression (transcription and translation) of a cortistatin 
gene in a bacterial host cell, such as E . col i . transformed 
therewith. A promoter is an expression control element formed 
by a DNA sequence that permits binding of RNA polymerase and 
transcription to. occur. Promoter sequences compatible with 
bacterial hosts are typically provided in plasmid vectors 
containing convenient restriction sites for insertion of a DNA 
segment of the present invention. Typical of such vector 
plasmids are pUC8 , pUC9, p B R322 and pBR329 available from 
Biorad Laboratories, (Richmond, CA) , pRSET available from 
Invitrogen (San Diego, CA) and pPLand P KK223 available from 
Pharmacia, Piscataway, N.J. 

Expression vectors compatible with, eucaryotic" cells 
preferably those compatible with' vertebrate cells, can also be 
used to form the recombinant DNA molecules of the present 
invention. Eucaryotic cell expression vectors are well known 
in the art and are available from several commercial sources 
Typically, such vectors are provided containing convenient 
restriction sites for insertion of the desired DNA segment. 
Typical of such vectors are pSVL and P KSV-10 (Pharmacia), 
P BPV-l/ P ML2d (International Biotechnologies, Inc . ) , pTDTl 
(ATCC, #31255)., pRc/CMV (Invitrogen, Inc. ) , the vector pCMV4 
described herein, and the like eucaryotic expression vectors . 

in preferred embodiments, the eucaryotic cell expression 
vectors used to construct the recombinant DNA molecules of the 
present invention include a selection marker that is effective 
m an eucaryotic cell, preferably. a drug resistance selection 
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marker. A' preferred drug resistance marker is the gene whose 
expression results in neomycin resistance, i.e., the neomycin 
phosphotransferase (neo) gene. Southern et al . , J . Mol . Appl . 
Genet . , 1 : 327-341 (1982). Alternatively, the selectable 
marker can be present on a separate plasmid, and the two 
vectors are introduced by co- transf ect ion of the host cell, 
and selected by culturing In the appropriate drug for the 
selectable marker . 

4 . Inhibitory Nucleic Acids 

In accordance with one embodiment of the invention, 
nucleic acid molecules can be used in methodologies for the 
inhibition of cortistatin gene expression, thereby inhibiting 
the function of the cortistatin : cortistatin receptor "binding 
interaction by blocking cortistatin expression. 

To that end, the invention contemplates isolated nucleic, 
acid molecules, preferably single-stranded nucleic acid 
molecules (oligonucleotides) , having a sequence complementary 
to a portion of a structural gene encoding a cortistatin 
protein of this invention. Nucleic acid-based inhibition is 
well known and generally referred to as "anti-sense" 
technology by virtue of the use of nucleotide sequences having 
complementarity which can hybridize to the "sense" strand or 
mRNA, and thereby perturb gene expression. 

Typical oligonucleotides for this purpose are about 10 to 
5,000, preferably about 20-1000, nucleotides in length and 
have a sequence capable of hybridizing specifically with a 
structural- protein region of the nucleotide sequence that 
encodes a cortistatin protein of this invention. 

In one embodiment, the invention contemplates repetitive 
units of the nucleotide sequence complementary to a portion of 
a cortistatin structural gene so as to present multiple sites 
for complementary binding to the structural gene. This 
feature may be provided in a single nucleic acid segment 
having repeating sequences' defining multiple portions of a 
structural gene, by physical conjugation of DNA segments each 
containing a single portion of a structural gene, or a 
combination thereof comprising conjugates of DNA segments. 
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each having one or more sequences complementary to a 
structural gene. 

> ' ' ' 

It is also contemplated that nucleotide base 
modifications can be made to provide certain advantages to a 
DNA segments of this invention, referred to as nucleotide 

analogs. 

. ^ nucleotide analog refers to moieties which function 
similarly to nucleotide sequences in a nucleic acid molecule 
of this invention but which have non-naturally occurring 
portions. Thus, nucleotide analogs can have altered sugar 
moieties or inter- sugar linkages. Exemplary are the 
phosphorothioate and other sulfur- containing species, analogs 
having altered base units, or other modifications consistent 
with the spirit of this invention. 

Preferred modifications include, but are not limited to, 
the ethyl or methyl phosphonate modifications disclosed in 
U.S. Patent No. 4,469,863 and the phosphorothioate modified 
deoxyribonucleotides described by LaPlanche et al Nucl 
^ S * 14:9 ° 81 ' 1986 ' *nd Stec et al . , J . Am.'cH^ 

106:6077,1984. These modifications provide resistance to 
nucleolytic degradation thereby contributing to the increased 
half -life in therapeutic modalities. Preferred modifications 
are the modifications of the 3- -terminus using phosphothioate 
(PS) sulfurization modification described by Stein et al 
Nucl. Acids Re?,, 16:3209, 1988.' 

In accordance with the methods of this invention in 
certain preferred embodiments, at least some of the 
phosphodiester bonds of the nucleotide sequence can be 
substituted with a structure which functions to enhance the 
ability of the compositions to penetrate into the region of 
cells where the cortistatin. structural gene to be inhibited is 
located. it is preferred that such linkages be sulfur 
containing as discussed above, such as phosphorotioate bonds. 
Other substitutions can include alkyl phosphothioate bonds, N- 
alkyl phosphoramidates, phosphorodithioates , alkyl 
phosphonates, and short chain alkyl or cycloalkyl structures 
In accordance with other preferred embodiments, the 
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phosphodiester bonds are substituted with structures which 
are, at once, substantially non-ionic and non-chiral. 

D - Anti-Cortistafi n Anh-i ho^-i 

An antibody of the present invention, i.e., an anti- 
cortistatin antibody, in one embodiment is characterized as 
comprising antibody molecules that immunoreact with a 
cortistatin protein of this invention. Preferably, an 
antibody further immunoreacts with a cortistatin protein in 
si£u, i.e., in a tissue section. 

Thus, the invention describes an anti-cortistatin 
antibody that immunoreacts with any of the cortistatin 
polypeptides of this invention, preferably also immunoreacts 
with the corresponding recombinant cortistatin protein, and 
more preferably also reacts with a native protein in situ in a 
tissue section. Preferably, and antibody is substantially 
free from immunoreact ion with a somatostatin protein or 
neuropeptides other than cortistatin. Assays for 
immunoreaction useful for assessing immunoreact ivity are 
described herein. 

In one embodiment, antibody molecules are described that 
immunoreact with a cortistatin receptor polypeptide of the 
present invention and that have the capacity to immunoreact 
with an exposed site on cortistatin that is required for 
cortistatin receptor binding. Thus, preferred antibody 
molecules in this embodiment also inhibit cortistatin receptor 
function, and are therefore useful therapeutically to block 
the receptor's function. 

Exemplary cortistatin inhibitory antibodies immunoreact 
with a cortistatin. polypeptide described herein that defines 
an exposed region of a cortistatin protein that is involved in 
cortistatin receptor function, such as ligand binding. 

An antibody of the present invention is typically 
produced by immunizing a mammal with an inoculum containing a 
cortistatin polypeptide of 'this invention and thereby induce 
in the mammal antibody molecules having immunospecif icity for 
immunizing polypeptide. The antibody molecules are then 
collected from the mammal and isolated to the extent desired 
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by well known techniques such as, for example, by using DEAE 
Sephadex to obtain the IgG fraction. Exemplary antibody 
preparation methods using cortistatin polypeptides in the ' 
immunogen are described herein in the Examples 

The term "antibody" in its various grammatical forms is 
used herein as a collective noun that refers to a population 

of immunoglobulin molecules- and/or immunologically active 

portions of immunoglobulin molecules, i.e., molecules that 
contam an antibody combining site or paratope 

An -antibody combining site" is that structural portion 
of an antibody molecule comprised of heavy and light chain 
variable and hypervariable regions that specifically binds 
antigen > 

The phrase "antibody molecule" in its various grammatical 
forms as used herein contemplates both an intact 
immunoglobulin molecule and an immunologically active portion 
of an immunoglobulin molecule. 

Exemplary antibody molecules for use in the diagnostic • 
methods and systems of the present invention are intact 
immunoglobulin molecules, substantially intact immunoglobulin 
molecules and those portions of an immunoglobulin molecule 

th^arTa^ ^V?*' 0 **' includin 9 *ho.e Portions known in 
the art as Fab, Fab', F(ab») 2 and F(v). , 

Fab and F (ab- ) 2 portions of antibodies are prepared by 
the proteolytic reaction of papain and pepsin, respectively, 
on substantially intact antibodies by methods that are well 
known. See for example, U.S. Patent No. 4,342,566 to 

weJfknown'and ^T' antlb «* P ° rti ° ns «« •!«> 

well known and are produced from F(ab.) 2 portions followed by 

reduction of the disulfide bonds linking the two heavy 
reduction of the disulfide bonds linking the two heavy chain 
portions as with mercaptoethanol, and followed by alkylation 
of the resulting protein mercaptan with a reagent such as 
xodoacetamide. An antibody containing intact antibody 
molecules are preferred, and are utilized, as illustrative 
herein. 

The preparation of antibodies against polypeptide is well 
known in the art. See Staudt et al . , J . Exr> : m.h 157:687 . 
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704 (1983), or the teachings of Sutcliffe, J.G., as described 
in United States Patent No. 4,900,811, the teaching of which 
are hereby incorporated by reference. 

Briefly, to produce, a peptide antibody composition of 
this invention, a laboratory mammal is inoculated with an 
immunologically effective amount of a cortistatin polypeptide, 
typically as present in a vaccine of the present invention . 
The anti-cortistatin antibody molecules thereby induced are 
then collected from the mammal and those immunospecif ic for 
both a cortistatin polypeptide and the corresponding 
recombinant cortistatin protein are isolated to the extent 
desired by well known techniques such as, for example, by 
immunoaf f inity chromatography. 

To enhance the specificity of the antibody, the 
antibodies are preferably purified by immunoaf f inity 
chromatography using solid phase-affixed immunizing 
polypeptide. The antibody is contacted with the solid phase- 
affixed immunizing polypeptide for a period of time sufficient 
for the polypeptide to immunoreact with the antibody molecules 
to form a solid phase- affixed immunocomplex. The bound 
antibodies are separated from the complex by standard 
techniques. 

The word "inoculum" in its various grammatical forms is 
used herein to describe a composition containing a cortistatin 
polypeptide of this invention as an active ingredient used for 
the preparation of antibodies against a cortistatin 
polypeptide.. When a polypeptide is used in an inoculum to 
induce antibodies it is to be understood that the polypeptide 
can be used in various embodiments, e.g., alone or linked to a 
carrier as a conjugate, or as a polypeptide polymer. However, 
for ease of expression and in context of a polypeptide 
inoculum, the various embodiments of the polypeptides of this 
invention are collectively referred to herein by the term 
"polypeptide" and its various grammatical forms. 

For a polypeptide that contains fewer than about 35 amino 
acid residues, it is preferable to use the peptide- bound to a 
carrier for the purpose of inducing the production of 
antibodies . 
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One or more additional amino acid residues can be added 
to the amino- or carboxy- termini of the polypeptide to assist 
in binding the polypeptide to a carrier. Cysteine residues 
added at the amino- or carboxy- termini of the polypeptide have 
been found to' be particularly useful for forming conjugates 
via disulfide bonds. However, other methods well known in the 
art f or Preparing, con j ugates. can .also be- used 1 - - 

The techniques of polypeptide conjugation or coupling 
through activated functional groups presently known in the art 
are particularly applicable. See, for example, Aurameas, et 
al " Scand. sT . Immunol , Vol. 8, Suppl . 7:7-23 (1978) and U.S. 
Patent No. 4,4 93,795, No . 3 ,791, 932 and No. 3,839,153. In 
addition, a site-directed coupling reaction can be carried out 
so that any loss of activity due to polypeptide orientation 
after coupling can be minimized. See, for example, Rodwell et 
al., Biotech. , 3:889-894 (1985), and U.S. Patent No. 
4,671,958. 

Exemplary additional linking procedures include the use 
of Michael addition reaction products, , di -aldehydes such as 
glutaraldehyde, Klipstein, et al . , J. infect, ns c 147:318- 
326 (1983) and the like, or the use of carbodiimide technology 
as in the use of a water-soluble carbodiimide to form amide 
links to the carrier. Alternatively, the heterobif unct ional 
cross-linker SPDP (N-succi.nimidyl-3- (2-pyridyldithio) 
proprionate) ) can be used to conjugate peptides, in which a 
carboxy- terminal cysteine has been introduced. , 

Useful carriers are well known in the art, and are 
generally proteins themselves. Exemplary of such carriers are 
keyhole limpet hemocyanin (KLH) , edestin, thyroglobulin, 
albumins such as bovine serum albumin (BSA) or human serum 
albumin (HSA) , red blood cells such as sheep erythrocytes 
(SRBC) , tetanus toxoid, cholera toxoid as well as polyamino 
acids such as poly D-lysine : D-glutamic acid, and the like. 

The choice of carrier is more dependent upon the ultimate 
use of the inoculum and is based upon criteria not 
particularly involved in the present invention. For- example, 
a carrier that does not generate an untoward reaction in the 
particular animal to be inoculated should, be selected. 
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. The present inoculum contains an effective, immunogenic 
amount of a polypeptide of this invention, typically as a 
conjugate linked to a carrier. The effective amount of 
polypeptide per unit dose sufficient to induce an immune 
response to the - immunizing polypeptide depends, among other 
things, on the species of animal inoculated, the body weight 
of the animal and the chosen inoculation regimen is well known 
in the art. Inocula typically contain polypeptide 
concentrations of about 10 micrograms ( Mg) to about 500 
milligrams (mg) per inoculation (dose), preferably about 50 
micrograms to about 50 milligrams per dose. 

The term "unit dose- as it pertains to the inocula refers 
to physically discrete units suitable as unitary dosages for 
animals, each unit containing a predetermined quantity of 
active material calculated to produce the desired immunogenic 
effect, m association with the required diluent ; i . e . , 
carrier, or vehicle. The specifications for the novel unit 
dose of an inoculum of this invention are dictated by and aire 
directly dependent on (a) the unique characteristics of the 
active material and the particular immunologic effect to be 
achieved, and (b) the limitations inherent in the art of 
compounding such active material for immunologic use in 
animals, as disclosed in detail herein/these being features 
of the. present . invention. 

inocula are typically prepared from the dried solid 
polypeptide-conjugate by dispersing the polypeptide-conjugate 
" 3 P h y si °l°gically tolerable" (acceptable) diluent such as 
water, saline or phosphate-buf f ered saline to form an aqueous 
composition. 

inocula. can also include an adjuvant as part of the 
diluent. Adjuvants such as complete Freund • s adjuvant (CFA) 
incomplete Freund • s adjuvant UFA) and alum are materials well 
known in the art, and are available commercially from several 

sources. 

The antibody so produced can be used, inter alia , in the 
diagnostic methods and. systems of the present invention to 
detect. cortistatin present in a sample such as a tissue 
section or. body, fluid sample. Anti -cortistatin antibodies 
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that inhibit cortistatin function can also be used in vivo i n 
.therapeutic methods as described herein. 

A preferred anti-cortistatin antibody is a monoclonal 
antibody. 

The phrase "monoclonal antibody" in its various 
grammatical forms refers to a population of antibody molecules 
that contain only one species of antibody combining site - 
capable of immunoreact ing with a particular epitope. A 
monoclonal antibody thus typically displays a single binding 
affinity for any epitope with which it immunoreacts. A 
monoclonal antibody may therefore contain an antibody molecule 
having a plurality of antibody combining sites, each 
immunospecific for a different epitope, e . g, , a bispecific 
monoclonal antibody. 

A preferred monoclonal antibody of this invention 
comprises antibody molecules that immunoreact with a 
cortistatin polypeptide of the present invention as described 
for the anti-cortistatin antibodies of this invention. More 
preferably, the monoclonal antibody also, immunoreacts with 
recombinantly produced whole cortistatin protein. 

A monoclonal antibody is typically composed of antibodies 
produced by clones of a single cell called a hybridoma that 
secretes (produces) only one kind of antibody molecule . The 
hybridoma cell is formed by fusing an antibody-producing cell 
and a myeloma or other self -perpetuating cell line. The 
preparation of such antibodies was first described by Kohler 
and Milstein, Nature , 256:495-497 (1975), the description of 
which is incorporated by reference . The hybridoma supemates 
so prepared can be screened for the presence of antibody 
molecules that immunoreact with a cortistatin polypeptide, or 
for inhibition of cortistatin binding to cortistatin receptor 
as described herein. 

Briefly, to form the hybridoma from which the monoclonal 
antibody composition is produced, a myeloma or other self- 
perpetuating cell line is fused with lymphocytes obtained from 
the spleen of a mammal hyper immunized with a cortistatin 
antigen, such as is present in a cortistatin polypeptide of 
this invention. The polypeptide -induced hybridoma technology 
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is described by Niman et al . , Proc . Natl. Acad. Sci . . USA , 
80:4949-4953 (1983), the description of which is incorporated 
herein by reference. 

It is preferred that the myeloma cell line used to 
prepare a hybridoma be from the same species as the 
lymphocytes. Typically, a mouse of the strain 129 GlX + is the 
preferred mammal. Suitable mouse myelomas for use in the 
present invention include the hypoxanthine-aminopterin- 
thymidine- sensitive (HAT) cell lines P3X63-Ag8 . 653 , and Sp2/0- 
Agl4 that are available from the American Type Culture 
Collection, Rockville, MD, under the designations CRL 1580 and 
CRL» 1581, respectively. 

Splenocytes are typically fused with myeloma cells using 
polyethylene glycol (PEG) 1500. Fused hybrids are selected by 
their sensitivity to HAT. Hybridomas producing a monoclonal 
antibody of this invention are identified using the enzyme 
linked immunosorbent assay (ELISA) described in the Examples. 

A monoclonal antibody of the present invention can also 
be produced by initiating a monoclonal hybridoma culture 
comprising a nutrient medium containing a hybridoma that 
produces and secretes antibody molecules of the appropriate 
polypeptide specificity. The culture is maintained under 
conditions and for a time period sufficient for the hybridoma 
to secrete the antibody molecules into the medium. The 
antibody-containing medium is then collected. The antibody 
molecules can then be further isolated by well known 
techniques. 

Media useful for the preparation of these compositions 
are both well known in the art and commercially available and 
include synthetic culture media, inbred mice and the like. An 
exemplary synthetic medium is Dulbecco's Minimal Essential 
Medium (DMEM; Dulbecco et al . . , Virol . 8:396 (1959)) 
supplemented with 4.5 gm/l glucose, 20 mM glutamine, and 20% 
fetal calf serum. An exemplary inbred mouse strain is the 
Balb/c. 

Other methods of producing a monoclonal antibody, a 
hybridoma cell; or a hybridoma cell culture are also well 
known. See, for example, the method of isolating monoclonal 
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antibodies from an immunological repertoire as described by 
Sastry, et al . , Proc . NaM Acad. sn\ ttc* ag .^ n . 
(1989); and Huse et al., Science . 246:1275-1281 (1989). 

The monoclonal antibodies of this invention can be used 
in the same manner as disclosed herein for antibodies of the 
present invention. 

For example, the monoclonal antibody can be used in the 
therapeutic, diagnostic or in vitro methods disclosed herein 
where immunoreaction with cortistatin is desired. 

Also contemplated by this invention is the hybridoma 
cell, and cultures containing a hybridoma cell that produce a 
monoclonal antibody of this invention. 

E - Diagnos tic Mi»i-ho r} B 

The present invention contemplates various assay methods 
for determining the presence, and preferably amount , of 
cortistatin in a body sample such as a tissue sample, 
including tissue mass or tissue section, or in a biological 
fluid sample using a polypeptide, polyclonal antibody or 
monoclonal antibody of this invention as an immunochemical 
reagent to form an immunoreaction product whose amount 
relates, either directly or indirectly, to the amount of 
cortistatin in the sample. 

Those skilled in the art will understand that there are 
numerous well known clinical diagnostic chemistry procedures 
xn which an immunochemical reagent of this invention can be 
used to form an immunoreaction product whose amount relates to 
the amount of cortistatin in a body sample. Thus, while 
exemplary assay methods are described herein, the invention is 
not so limited. 

For example, in view of the demonstrated property that 
cortistatin binds a cortistatin receptor, a cortistatin 
protein of this invention can be used directly as a probe for 
detection of a cortistatin receptor by binding thereto. 

Additionally, one can use a nucleic acid molecule probes 
described herein to detect, the presence in a cell or tissue of 
a cortistatin gene or expressed gene in the form of mRNA 
encoding a cortistatin protein of this invention, as described 
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further herein. Suitable probe-based assays are described by 
Sutcliffe in United States Patent NOs. 4,900,811 and 
5, 242, 798, the disclosures of which are incorporated by 
reference. 

Various heterogenous and homogeneous protocols, either 
competitive or noncompetitive, can be employed in performing 
an assay method of this invention. 

For example, one embodiment contemplates a method for 
assaying the amount of .cortistatin protein in a sample that 
utilizes an anti-cortistatin antibody to immunoreact with 
cortistatin protein in a sample. In this embodiment, the 
antibody immunoreact s with cortistatin to form a cortistatin- 
antibody immunoreact ion complex, and the complex is detected 
indicating the presence of cortistatin in the sample. 

An immunoassay method using an anti-cortistatin antibody 
molecule for assaying the amount of cortistatin in. a. sample 
typically comprises the steps of: 

■ (a) Forming an" immunoreact ion admixture by admixing 
(contacting) a sample with an anti-cortistatin antibody of the 
present invention, preferably a monoclonal antibody. .The 
sample is typically in the form of a fixed tissue section in a 
solid phase such that the immunoreact ion admixture has both a 
liquid phase and a solid phase, and the antibody functions as 
a detection reagent for the presence of cortistatin in the 
.sample ... 

Preferably, the sample is a brain tissue sample that has. 
been prepared for immunohistological staining as is well 
known, although other tissue samples may be adsorbed onto a 
solid phase, including tissue extracts or body fluid. In that 
case the adsorption onto a solid phase can be conducted as 
described for well known Western blot procedures.. 

(b) The immunoreact ion admixture is maintained under 
biological assay conditions for a predetermined time period 
such as about 10 minutes to about 16-20 hours at a temperature 
of about 4 -C to about 45«C that, such time being sufficient 
for the cortistatin present in the sample to immunoreact. with 
(immunologically bind) the antibody and form a cortist at in- 
containing immunoreaction product (immunocomplex) . 
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Biological assay conditions are those that maintain the 
biological activity of the immunochemical reagents of this 
invention and the cortistatin sought to be assayed. TW 
coitions include a temperature range of about «. c to about 

strength varying from that of distilled water to that of about 
one^olar spdium chloride-. Methods for optimizing SUC K 
conditions are well known in the art . 

(O The presence, and preferably amount, of cortistatin 
containing immunoreaction product that formed in step b is 
determined (detected,, thereby determining the amount of 
cortistatin present in the sample. 

nrod D " ermi " in9 the PreSence « -o»»i of the immunoreaction 

as!": tecnl "T"* " ^""^ °» - accomplished by 

assay techniques well knoW n in the art, and typically depend 
on the type of indicating means used. " 

steps'/" 3 " 1 '' det " mini ^ ° £ ««P <o> comprises the 

(i) admixing the cortistatin-containing 

~ZT° n Pr ° dUCt Wlth 3 to form a second 

moW^ f -"-"noreaction admixture, said second antibody 
molecule having the capacity to immunoreact with the first 
antibody (primary) .in the immunoreaction product 

Antibodies useful as the second antibody include 
polyclonal or monoclonal antibody preparations raised against 
the primary antibody. s c 

(ii) maintaining said second immunoreaction 
admixture for a time period sufficient for said second 

second ^ Pl6X W±th *™««*ion P-duct and form a 

second immunoreaction product, and 

present in ^ the amount of second antibody 

present ln the second immunoreaction product and thereby the 
amount of immunoreaction .product formed in step (c) 

In one embodiment, the second antibody is a labeled 



seclnd" " lndiCati " 9 ™*™ *° — the presence bf the 
Z Ze ^ Un0rea « i0n P- d "« ft—-.. The label is measured 
the second immunoreaction product, thereby indicating the 



3NSDOOD - WO &743417A1 I > 



, WO 97/43417 ' PCI7US97/08481 

45 

presence, and preferably amount, of second antibody in the 
solid phase . . . . • 

Alternatively, the amount of second antibody can be 
determined by preparation of an additional reaction admixture 
having an indicating means that specifically reacts with 
(binds to) the second antibody, as is well known. Exemplary 
are third immunoreaction admixtures with a" labeled anti- 
immunoglobulin antibody molecule specific for the second 
antibody. After third immunoreaction, the formed third 
immunoreaction product is detected through the presence of the 
label . 

Exemplary methods involve the use of in situ 
immunoreaction methods using tissue sections, or Western blot 
procedures, as described by Sutcliffe in United States Patent 
No. 4 , 900, 811 . 

Another embodiment is contemplated for assaying the 
amount of therapeutically administered cortistatin protein or 
anti-cortistatin antibody in a body fluid sample such as 
cerebrospinal fluid (CSF) , blood, plasma or serum. The method 
utilizes a competition reaction in which either a cortistatin 
polypeptide or an anti-cortistatin antibody molecule of this 
invention is present in the solid phase as an immobilized 
immunochemical reagent, and the other of the two reagents is 
present in solution in the liquid phase", in the form of a 
labeled reagent. A fluid sample is admixed thereto to form a 
competition immunoreaction admixture, and the resulting amount 
of label in the solid phase is proportional, either directly 
or indirectly, to the amount of cortistatin polypeptide or 
antibody in the fluid sample, depending upon the format. 

Thus one version of this embodiment comprises the steps 

Of: 

(a) Forming a competition immunoreaction admixture 
by admixing (contacting) a fluid sample with: 

(1) an anti-cortistatin antibody according to 
this invention containing antibody molecules that immunoreact 
with a cortistatin protein of this invention, said antibody 
being operatiyely linked to a solid matrix such, that the 
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competition immunoreaction admixture has both a liquid phase 
and a solid phase, and 

(2) a polypeptide or recombinant cortistatin 
protein of the present invention that is immunoreactive with 
the added antibody. The admixed polypeptide/protein in the 
liquid phase (labeled competing antigen) is operatively linked 
to an indicating means as described herein. 

(b) The competition immunoreaction admixture is 
then maintained for a time period sufficient for the competing 
antigen and the body sample antigen present in the liquid 
phase to compete for immunoreaction with the solid phase 
antibody. Such immunoreaction conditions are previously 
described, and result in the formation of an indicating means- 
containing immunoreaction product comprising the labeled 
competing antigen in the solid phase. 

(c) The amount of indicating means present in the 
product formed in step (b) is then determined, thereby 
determining the presence, and preferably amount, of sample 
antigen present in the fluid sample. 

Determining the indicating means in the solid phase is 

then conducted by the standard methods described herein. 

A reverse version of this embodiment comprises the steps 
Of : * . 

(a) Forming a competition immunoreaction admixture 
by admixing a fluid sample with: • 

(1) an anti-cortistatin antibody according to 
the present invention; and 

(2) a cortistatin polypeptide or recombinant 
cortistatin protein of the present invention (capture antigen) 
that is immunoreactive with the antibody and is operatively 
linked to a solid matrix such that the competition 

immunoreaction admixture has both a liquid phase and a solid 
phase. 

(b) The competition immunoreaction admixture is 
then maintained for a time period sufficient for any 
cortistatin antigen or anti-cortistatin antibody in the fluid 
to compete with the admixed antibody molecules for 
immunoreaction with the solid phase capture antigen and form 
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an antibody-containing immunoreaction product in the solid 
phase . 

(c) The amount of antibody present in the product 
formed in step (b) is then determined, thereby determining the 
presence and/or amount of target material in the fluid sample. 

In preferred embodiments, the antibody is operatiyely 
linked to an indicating means such that the determining in 
step <c> comprises determining the amount of indicating means 
present in the product formed in step (b) . 

Preferably, the fluid sample is provided to a competition 
immunoreaction admixture as a known amount of CSF, blood, or a 
blood derived product such as serum or plasma. Further 
preferred are embodiments wherein the amount of immunochemical 
reagent in the liquid phase of the immunoreaction admixture is 
an excess amount relative to the amount of reagent in the 
solid phase. Typically, a parallel set of competition" 
immunoreactions are established using a known amount of 
purified recombinant cortistatin or polypeptide in a dilution 
series so that a standard curve can be developed, as is well 
known. Thus, the amount of product formed in step (c) when 
using a fluid sample is compared to the standard curve., 
thereby determining the amount of target antigen present in 
the fluid. 

In another embodiment, the method for assaying the amount 
of cortistatin in a sample utilizes a first capture antibody 
to capture and immobilize cortistatin in the solid phase and a 
second indicator antibody to indicate the presence of the 
captured cortistatin antigen. In this embodiment, one 
antibody immunoreacts with a cortistatin protein to form a 
cortistatin-antibody immunoreaction complex, and the other 
antibody is able to immunoreact with the cortistatin while 
present in the cortistatin-antibody immunoreaction complex. 
This embodiment can be practiced in two formats with the 
immobilized capture antibody being either of the two above- 
xdentified antibodies, and the indicator antibody being the 
other of the two antibodies. 

Where a antibody is in the solid phase as a capture 
reagent, a preferred means for determining the amount of solid 
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detect t^""* 1 "^ *" i-unologica! assays capable of 

n L e r:n^ e ?— eaccion ~ f °— 

use or a label. Such methods employ a "detert-s™ 

•r nS ' " biCh — »— ^ the.s el ve s - well , kno i in W^V 

diagnostic chemiQfri; . ' Lin:LCaj - 

a <~nemxstry and constitute a nan ^ + 

only insofar as tney are utilised ^ 

, u KnOWn as biosensors and include biosensina 

methods based on detecting • «■»• ©sensing 

lng chan 9es in the reflectivitv of a 

F - Diaanftc tic KHt-o 

The present invention also describes a diaanoc' 
preferably in kir f ft r™ * S 3 diagnostic system, 

cortistatL L • assaying for the presence of a . 

tissue c^ll su 1S inVenti ° n ^ 3 ^ Sampl6 ' SUch >"in 
tissue, cell suspensions or tissue sections, or body fluid 
samples such as CSP hi , .. uy uuid 

, , K1 CSF ' blood ' Plasma or serum, where it is 

desirable to detect- ^ 

of a cortist^ Presence, and preferably the amount, 

diaan T Pr ° teln ^ the Sample wording to the 

diagnostic methods described herein. 

In a related embodiment, a nucleic 3 hh ™«i ■ ■. ' ' '' 
nes^H = „ v ^ . wucxeic acid molecule can be 

used as a probe (an oligonucleotide) to detect thW „ 
a gene or mRNA in a cell tw ■ presence of 

or expression of a ^^JlT^ ?— 
~l.c»l, probes were described in detaU eariler " 

P rrorm at least one assay, a subject cortistatin 

Sect nucleic acid molecule probe of the present 
invntion. as a separately packaged reagent 

kit fo n rr° Cher emb0diment ' * ^agnostic system, preferably i„ 
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fluid sample such as for monitoring the fate of 
therapeutically administered cortistatin polypeptide or anti- 
cortistatin antibody. The system includes, in an amount 
sufficient for at least one assay, a subject cortistatin * 
polypeptide and/or a subject antibody as a separately packaged 
immunochemical reagent. 

Instructions for use of the packaged reagent (s) are also 
typically included. 

As used herein, the term "package" refers to a solid 
matrix or material such as glass, plastic (e.g., polyethylene, 
polypropylene or polycarbonate) , paper, foil and the like 
capable of holding within fixed limits a polypeptide, 
polyclonal antibody or monoclonal antibody of the present 
invention. Thus, for example, a package can be a glass vial 
used to contain milligram quantities of a contemplated 
polypeptide or antibody or it can be a microtiter plate well 
to which microgram quantities of . a contemplated polypeptide or 
anybody have been operatively affixed, i.e., linked so as to 
be capable of being immunologically bound by an antibody or 
antigen, respectively. 

"Instructions for use" typically include a tangible 
expression describing the reagent concentration or at least 
one assay method parameter such as the relative amounts of 
reagent and sample to be admixed, maintenance time periods for 
reagent/ sample admixtures, temperature, buffer conditions and 
the like. 

A diagnostic system of the present invention preferably 
also includes a labelor indicating means capable of signaling 
the formation of an immunocompl ex containing a polypeptide or 
antibody molecule of the present invention. 

The word "complex- as used herein refers to the product 
of a specific binding reaction such as an antibody-antigen or 
receptor-ligand reaction. Exemplary complexes are 
immunoreaction products. 

As used herein, the terms "label" and "indicating means" 
in their various grammatical forms refer to single atoms and 
molecules that are either directly or indirectly involved in 
the production of a detectable signal to indicate the presence 
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of a complex. Any label or indicating means can be linked to 
or incorporated in an expressed protein, polypeptide, or 
antibody molecule that is part of an antibody or monoclonal 
antibody composition of the present, invention, or used 
separately, and those atoms or molecules can be used alone or 
in conjunction with additional reagents. Such labels are 
themselves well-known in-clinical diagnostic chemistry, and 
constitute a part of this invention only insofar as they are 
utilized with otherwise novel proteins methods and/or systems. 

The labeling means can be a fluorescent labeling agent 
that chemically binds to antibodies or antigens without 
denaturing them to. form a fluorochrome (dye) that is a useful 
immunofluorescent tracer. Suitable fluorescent labeling 
agents are f luorochromes such as fluorescein isocyanate (FIC) , 
fluorescein isothiocyante(FITC), 5-dimethylamine-l- 
naphthalenesulfonyl chloride (DANSC) , tetramethylrhodamine 
isothiocyanate (TRITC) , lissamine, rhodamine 8200 sulphonyl 
chloride (RB 200 SC) and the like. A description of 
immunofluorescence analysis techniques is- found in DeLuca, 
"Immunofluorescence Analysis", in Antibody A S a tv^i 
Marchalonis, et al . , eds . , John Wiley & Sons, Ltd. , pp. i 8 9- 
231 (1982) , which is incorporated herein by reference.. 

In preferred embodiments, the indicating group is an 
enzyme, such as horseradish peroxidase (HRP) , glucose oxidase, 
or the like. In such cases where the principal indicating 
group is an enzyme such as HRP or glucose oxidase, additional 
reagents are required to visualize the fact that a receptor - 
ligand complex (immunoreactant ) has formed. Such additional 
reagents for HRP include hydrogen peroxide and an oxidation 
dye precursor such as diaminobenzidine . An additional reagent 
useful with glucose oxidase is 2,2 • -amino-di- (3-ethyl- 
benzthiazoline-G-sulfonic acid) (ABTS) . 

Radioactive elements are also useful labeling agents and 
are used illustratively herein. An exemplary radiolabeling 
agent is a radioactive element that produces gamma ray 
emissions. Elements which themselves emit gamma rays, such as 
124t 125t 128t 132t j m„ 

' J ' 1 and 51 Cr represent one. class of. gamma 

ray emission- producing radioactive element indicating groups. 
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Particularly preferred is 125 T . Another group of useful 
labeling means are those elements such as H-C, 18 F, 15 0 anc j 
13 N which themselves emit positrons. The positrons so emitted 
produce gamma rays upon encounters with electrons present in 
the' animal ' s body. Also useful is a beta emitter, such 
indiutn or 3 H. 

The linking of labels, i.e., labeling of, polypeptides 
and proteins is well known in the art. For instance, antibody 
molecules produced by a hybridoma can be labeled by metabolic 
incorporation of radioisotope-containing amino acids provided 
as a component in the culture medium. See, for example, 
Galfre et al . , Meth. Enzymol , , 73 :3-46 (1981). The techniques 
of protein conjugation or coupling through activated 
functional groups are particularly applicable. See, for 
example, Aurameas, et al., Scand. J. Immunol . . Vol. 8 Suppl . 
7:7-23 (1978), Rodwell et " al . , Biotech. . 3:889-894 (1984)", and 
U.S. Pat. No. 4,493,795. 

The diagnostic systems can also include, preferably as a 
separate package, a specific binding agent. A "specific 
binding agent" is a molecular entity capable of selectively 
binding a reagent species of the present invention or a 
complex containing such a species, but is not itself a 
polypeptide or antibody molecule composition of the present 
invention. Exemplary specific binding agents are second 
antibody molecules, complement 'proteins or fragments thereof, 
S. aureus protein A, and the like. Preferably the specific 
binding agent binds the reagent species when that species is 
present as part of a complex. 

In preferred embodiments, the specific binding agent is 
labeled. However, when the diagnostic system includes a 
specific binding agent that is not labeled, the agent, is 
typically used as an amplifying means or reagent. In these 
embodiments, the labeled specific binding agent is capable of 
specifically binding the amplifying means when the amplifying 
means is bound to a reagent species-containing complex. 

The diagnostic kits of the present invention can be used 
in an "ELISA" format to detect the quantity of cortistatin in 
a sample. " ELISA" refers to an enzyme-linked immunosorbent 
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assay that employs an antibody or antigen bound to a solid 
phase and an enzyme-antigen. or enzyme-antibody conjugate to 
detect and quantify the amount of an antigen present in a 
sample. A description of the EL ISA technique is found in 
Chapter 22 of the 4th Edition of Basic „„„ n^ cal Ttwn „„^ qy 
by p.p. Sites et al . , published by Lange Medical Publications 
: of Los Altos, CA.in 1982 and • in • U. S . Patents No. 3,654, 090 - 
No. 3,850,752; and No. 4.016,043, which are all incorporated 
herein by reference. 

Thus, in some embodiments, a cortistat in polypeptide an 
antibody or a monoclonal antibody of the present invention can 
be affixed to a solid matrix to form a solid support that 
comprises a package in the subject diagnostic systems. 

A reagent is typically affixed to a solid matrix by 
adsorption from an aqueous medium although other modes of 
affixation applicable to proteins and polypeptides can be used 
that are well known to those skilled in the art. Exemplary 
adsorption methods are described herein. 

Useful solid matrices are also well known in the art 
Such materials are water insoluble and include the cross- 
linked dextran available under the trademark SEPHADEX from 
Pharmacia Fine Chemicals (Piscataway, NJ) ; agarose; beads of 
polystyrene beads about 1 micron ( M ) to about 5 millimeters 
(mm) in diameter available from Abbott Laboratories of North 
Chicago, IL; polyvinyl chloride, polystyrene, cross-linked 
polyacrylamide, nitrocellulose- or nylon-based webs such as 
sheets, strips or paddles; or tubes, plates or the wells of a 
microtiter plate such as those made from polystyrene -or 
polyvinyl chloride . 

The reagent species, labeled specific binding agent or 
amplifying reagent of any diagnostic system described herein 
can be provided in solution, as a liquid dispersion or as a 
substantially dry power, e.g., in lyophilized form. Where the 
indicating means is an enzyme, the enzyme • s substrate can also 
be provided in a separate package of a system. A solid 
support such as the before-described microtiter plate and one 
or more buffers can also be included as separately packaged 
elements in this diagnostic assay system. 
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The packaging materials discussed herein in relation to 
diagnostic systems aire those customarily utilized in 
diagnostic systems . 

G . Cell Lines Expressing Cortistatin 

The invention also contemplates a host cell transformed 
with a recombinant DNA (rDNA) molecule of the present 
invention. The host cell can be either procaryotic or 
eucaryotic, although eucaryotic cells are preferred, 
particularly mammalian cells. Preferred cells are isolated, 
that is, substantially homogeneous and therefor free from 
other cell types or other cells having a cortistatin protein 
expressed therein. 

A cell expressing a cortistatin of this invention has a 
variety of uses according to this invention. Particularly 
preferred are uses for bulk production of cortistatin, for 
the purpose of providing immunbgen for production of antibody, 
for supply of therapeutic protein, for direct binding or for 
screening pharmaceutical compound banks for the presence of 
cortistatin receptor-specific ligands , i . e . , in drug screening 
assays as described herein. Thus, particularly preferred are 
cells containing a rDNA molecule that expresses a cortistatin 
protein of this invention. 

In one embodiment, a cell is produced for transplantation 
into a body tissue, thereby expressing cortistatin and 
providing replacement therapy. The cell can be syngeneic, and 
typically' will be a brain tissue-derived cell, such as a 
hippocampal cell, neonatal brain tissue cell, glioma and the 
like neuronal tissue cell. Transplantation is accomplished 
using surgical procedures available to a neurosurgeon where 
the transplantation is to be made into the brain, brain stem 
or other neurological tissues. In preferred embodiments, the 
cell contains a vector for expressing the cortistatin in which 
the expression means is under the control of a regulatable 
promoter, as is well known, such that expression of 
cortistatin can be regulated. 4 

Eucaryotic cells useful ^ for expression of a cortistatin 
protein are not limited, so long as the cell or cell line is 
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compatible with cell culture methods and compatible with the 
propagation of the expression vector and expression of the 
cortistatin protein g ene product. Preferred eucaryotic host 
ce s include yeast and mammalian ceils, pref erably vertebrate 
cells such as those from a mouse, rat. monkey or human 
fibrobiastic ceil line., Preferred eucaryotic host leUs 

atccI: sr^T" ovary ,cho * *«. the 

^ A :;™ e it: cells nih/3t3 ,atcc c - 

(BHK) ros , ' 3by ha "«ter Sidney cells 

Scc'cRL ll'ssT ; HEX2 " <ATCC ^ 1573 '' " k -». 
lines eU «^°tic "ssue culture cell 

Transformation of appropriate cell hosts with a 
recombinant DNA molecule of the present invention is ' ' ' 

the C T«e iS of d ^ " e11 k " OWn meCh ° dS tyPiCally « «■ 

the type of vector used. With reoarH ^ _ 

procaryotic host cells see for T T of 



Natl, ^ 9r1 69:2110 ,„„, ; and ■ • 

* 0 lecu,a r , , 1 l. J ra t or VM ,mm, 1 . cold Spring Harbor 

Laboratory. Cold Spring Harbor. Hy (19a2 , 

vectort th =ort 9 a ard " ^"^^ ^vertebrate cells with 
VircT "! n " lnln9 rDNAE ' — - *or example. Graham et al . . 

Wh. 76:1373-76 11979), and the teachings herein 

Successfully transformed cells, i e cells f h=» . ■ 
a v-nwA n ' * ceils that contain 

well 17'T \ ° £ PreSent inVenCi °- «*» b * "entified by 
well known techniques. Por example, cells resulting from the 
introduction of an rDNA of ,h. . 

to clonallv h™,. Present invention can be cloned 

rLI Till ^° m ° 9e " eOUS ~" P=P"l«io„s that contain the 
their DNA ° m " COl0 " ieS be ""vested, lysed and 

^method I eXa, " ined Pre — ° f th. rDNA using 

a method such as that described by Southern, a. Mnl 

..:».3 (1.75, or Berent et a!., Bi^, 3 ;2 08 

rDNA addlCi ° n C ° dire « lv a-aying for the presence of 
rDNA, successful transformation can be confirmed by well known 

mmunological methods when the rDNA is capable of dire ing 
the expression of cortistatin or by the detection of 
cortistatin binding activity. 
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. -For example, cells successfully transformed with an 
expression vector produce proteins displaying cortistatin 
antigenicity or biological activity. Samples of cells 
suspected of being transformed are harvested and assayed for 
either cortistatin biological activity or antigenicity. 

Thus, in addition to the transformed host cells 
themselves, the present invention also contemplates a culture 
of those cells, preferably a monoclonal (clonally homogeneous) 
culture, or a culture derived from a monoclonal culture, in a 
nutrient medium. Preferably, the Culture also contains a 
protein displaying cortistatin antigenicity or biologically 
activity. 

Nutrient media useful for culturing transformed host . 
cells are well known in the art and can be obtained from 
several commercial sources. In. 

embodiments wherein the host cell is mammalian, a "serum-free- 
medium can be used. 

H ' - Screening Methods to i^nf if y Agonic 

Antagonists of Cortisf.arin 
The ability to selectively bind/modulate function of a 
cortistatin receptor by a cortistatin ligand is at the heart 
of useful cortistatin pharmacology, and depends on identifying 
pharmacological molecules which can act a selective ligands, 
agonists or antagonists for a cortistatin receptor. To that' 
end, the elucidation of new cortistatin proteins, such as 
those described herein, provides valuable tools for the search 
for selective reagents, tools that are useful in binding 
assays, and in screening assays which indicate selective drug 
response to the cortistatin receptor. 

Thus, the invention contemplates methods for 
determining whether a molecule binds to, and preferably 
whether the molecule activates, a preselected cortistatin 
receptor. 

The method comprises conducting a binding assay to 
identify molecules which bind the cortistatin receptor, as 
described in any of the assays herein. Thus, the method 
comprises (i) contacting a candidate molecule with a cell 
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having a cortistatin receptor under conditions permitting 
binding of cortistatin to the receptor, and (2) detecting the 
presence of the candidate molecule bound to the cortistatin 
receptor, thereby determining whether the candidate binds to 
the receptor. The receptor is typically a cell surface 
protein when expressed by the cells. 

Alternatively, one -can use a competition format to 
identify analogs of cortistatin by using a labeled 
cortistatin, and measuring the amount of bound label in the 
presence of a candidate ligand, indicating whether the 
candidate competes with labeled cortistatin for binding to the 
receptor. An exemplary competition assay is described herein 
It is also possible to use the above method to determine 
whether the molecule which binds to the cortistatin receptor 
also activates or motivates the receptor's function, i e 
acts as an agonist, or determine whether the molecule inhibits 
the receptor's function, i.e., acts as an antagonist. Thus, 
by evaluating in the detecting step whether the cortistatin 
receptor is activated, one determines whether the candidate 
molecule is bioactive. 

Methods for detecting bioactivity of the candidate 
molecule can vary, but typically involve measuring changes in 
intracellular levels of a secondary messenger effected as a 
result of binding, detecting changes in electrical potential 
observing physiological or behavioral effects related to 
cortistatin function, and the like methods. Exemplary assays 
for binding or for cortistat in-specific bioactivity are 
described in the Examples and include measurement of 
hyperpolarization of hippocampal cells, measurement of 
induction of slow wave sleep waveform two ( SWS2 ) , direct 
binding to a cell having a cortistatin receptor, assaying 
accumulation of cAMP, and the like assays. 

It is noted that the cortistatin receptor has not been 
characterized in extensive detail. It is known that 
cortistatin binds to the somatostatin receptor, for which 
there are several species of receptor, and it is known that 
cortistatin also binds a more specific receptor, designated 
for convenience as the ..true" cortistatin receptor, although 
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the binding reaction with the somatostatin receptor is likely 
a real physiological event, making it a -tru.- receptor for 
some purposes. Thus, any receptor that binds cortistatin can 
be referred to as a cortistatin receptor for the purposes of a 
screening assay, although receptors with the highest affinity 
and specificity for cortistatin are preferred. ln practicing 
the present screening methods, one can use any of a ^riety of 
cells irnes or tissues that possess a cortistatin receptor 
including the exemplary cell lines and tissues described ' 

^onTas th he h in r nCi ° n Sh ° Uld " 0t te C °" st -*<* as limiting so 
long as the binding or bioactivity assay involves the use of a 
cortrstatin receptor. ln preferred embodiments, a rece^ 

canV Y " COr " StaCin sh °"" ^ used. Specificity 

can be demonstrated by well known methods of li 9and bindin9 
and ligand-mediated activation. ' 

Thus, a related embodiment contemplates a method for 
screening to identify a candidate molecule that can bind . 
inhibit or. activate a preselected cortistatin receptor by 
functioning as a cortistatin agonist or antagonist. The 
metnod comprises : 

(a) contacting a mammalian cell with said 

cortJsH- drU9 C ° nditi0nS Pe-itting activation of said 

cortistatin receptor by cortistatin; and 

(b) detecting the activation status of said 

Ictivltes" "Tr' ^ thGreby dete - ini ^ -hether the drug 
activates or inhibits said receptor. 

*tt**«. *or Airing rorMstatin P^e P t 9x _F^ncti 2 n ' 
1 - Therapeutic Mpi-k^c 

It is contemplated that the certain reagents described in 
the present invention have the capacity to modulate 
cortistatin receptor function, such as agonists or 

for conditions mediated by the cortistatin receptor 

Cortistatin polypeptides that mimic exposed regions of 

IZTT ^ abilit ^ - '- ti o„ as analogs and 

compete for binding to the cortistatin receptor, or for other 
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agents that would normally interact with the receptor, thereby 
inhibiting binding of cortistatin to the receptor 

Furthermore, antibodies and monoclonal antibodies of the 
present invention that bind to exposed regions of cortistatin 
have the capacity to alter cortistatin receptor function by 
blocking natural interactions with cortistatin that normally 

interact. at the site Exemplary- antibodies are the ant i- 

cortistatin antibodies described earlier. 

Finally, oligonucleotides are described herein which are 
complementary to mRNA that encodes a cortistatin protein of 
this invention and that are. useful for reducing gene ' 
expression and translation of the cortistatin mRNA, thereby 
altering cortistatin levels in a tissue. 

n^H 77' ±n ^ emb ° diment ' tHe Present invention provides a 
method for modulating cortistatin function in a animal or 

human patient comprising administering to the patient a " 

therapeutically effective amount of a physiologically 

tolerable composition containing a cortistatin polypeptide 

analog or peptidomimetic, anti-cortistatin antibody or 

monoclonal antibodv. cbri- -i =•♦- = ,-; „ ^ • ^ 

Y ' cortls tatin agonist or antagonist, or an 

oligonucleotide of the present invention. 

A therapeutically effective amount of a cortistatin 
polypeptide, as an example for practicing the invention, is a 
predetermined amount calculated to achieve the desired effect 
i.e. to inhibit receptor interattion with its normal target ' 
and thereby interfere with normal receptor function 

Similarly, a therapeutically effective amount of an anti- 
cortistatin antibody is a predetermined amount calculated to 
achieve the desired effect, i.e., to immunoreact with the 
cortistatin, and thereby inhibit the cortistatin receptor's 
ability to interact with its normal target, cortistatin, and 
thereby interfere with normal receptor function. 

The in vivo inhibition of cortistatin receptor function 
using a cortistatin polypeptide, an anti-cortistatin antibody 
or cortistatin agonist or antagonist of this invention" is a 
particularly preferred embodiment and is desirable in a 
variety of clinical settings, such as where the patient is 
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exhibiting symptoms of an over or under activated cortistatin 
receptor . 

A therapeutically effective amount of a cortistatin 
polypeptide, agonist or antagonist of this invention is 
typically an amount such that when administered in a 
physiologically tolerable composition is sufficient to achieve 
a plasma concentration of from about 0.1 micromolar i^iM) to 
about 100 jiM, and preferably from about 0.5 /iM to about 10 . 

A therapeutically effective amount of an antibody of this 
invention is typically an amount of antibody such that- when 
administered in a physiologically tolerable composition is 
sufficient to achieve a plasma concentration of from about 0.1 
microgram (fig) per milliliter (ml) to about 100 /xg/ml, 
preferably from about 1 fxg/ml to about 5 fig/ml , and usually 
about 5 jig /ml '. 

The effectiveness of the therapy can be determined by 
observing ablation of the symptoms associated with the 
function of the cortistatin receptor being inhibited. 

The therapeutic compositions containing a cortistatin 
polypeptide, agonist, antagonist or anti- cortistatin antibody 
of this invention are conventionally administered, 
intravenously or by a method for delivery to a brain tissue, 
as by injection of a unit dose, for example. The term "unit 
dose" when used in reference to a therapeutic composition of 
the present invention refers to physically discrete .units 
suitable as unitary dosage for the subject, each unit 
containing a predetermined quantity of active material 
calculated to produce the desired therapeutic effect, in 
association with the required diluent; i.e., carrier, or 
vehicle . 

Delivery to a brain tissue or GSF can be accomplished by 
a variety of means, including by direct injection, by use of a 
cannula into the target tissue, by direct application in a 
surgical procedure, by adsorption across the blood-brain 
barrier following intravenous administration , and the like 
means . , \ - ' * ■ 

The therapeutic compounds and compositions are generally 
administered so as to contact the cells or the tissue 
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containing cells which contain the target .cortistatin 
receptor. This administration can be accomplished- by 
introduction of • the composition internally such as orally 
intravenously, intramuscularly, intranasal^ or via inhalation 
of aerosols containing the composition, and the like by 
cannula into a brain tissue, or by introduction into 'or oat. 

tlSSUS SyStem aS ^ introduction, transdermal^, topically or 

xntralesionally, in suppositories, or by intra-orbital 
injection, and the like. 

The compositions are administered in. a manner .compatible 
with the dosage formulation, and in a therapeutically 
effective amount. The quantity to be administered depends on 
the subject to be treated, capacity of the subject's system to 
utilize the active ingredient, and degree of therapeutic 
effect desired. Precise amounts of active ingredient required 
to be administered depend on the judgement of the practitioner 
and are particular to each individual. However, suitable 
dosage ranges for systemic application are disclosed herein 
and depend on .the- route of administration. Suitable regimes 
for initial administration and booster shots are also 
variable, but are typified by an initial administration 
followed by repeated doses at one or more hour intervals by a 
subsequent injection or other administration. Alternatively 
continuous intravenous infusion sufficient to maintain 
concentrations in the CSF or blood in . the ranges specified for 
ln Vlv ° - therapies are contemplated. 

As an aid to the administration of effective therapeutic 
amounts of a cortistatin polypeptide, agonist, antagonist, 
antibody, or monoclonal antibody, (hereinafter a "therapeutic 
agent") a diagnostic method of this invention for detecting a 
therapeutic agent in the subject's CSF or blood is useful to 
characterize the fate of the administered, therapeutic agent. 
Suitable diagnostic (monitoring) assays are described herein. 

2> Methods for Inhibit-^ Gen. F.vp ^c^^ 
. In another embodiment, the invention contemplates the use 
of nucleic acids encoding portions of a cortistatin gene for 
inhibiting gene expression and function. 
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Thus, the present invention provides for a method for 
inhibiting expression of cortistatin gene products and thereby 
inhibiting- the function of the target cortistatin protein. 
The DNA segments and their compositions have a number of uses, 
and may be used in vitro or in vivo . In vitro , the 
compositions may be used to block function and/or expression 
of cortistatin in cell cultures, tissues, organs and the like 
materials that can express cortistatin. In vivo , the 
compositions may be used prophylact ically or therapeutically 
for inhibiting expression of a cortistatin gene, and by. 
inhibiting diseases or medical conditions associated with the 
expression or function of the cortistatin gene or the activity 
state of its receptor. * 

The method comprises, in one embodiment, contacting cells 
or tissues with a therapeutically effective amount of a 
pharmaceutical^ acceptable composition comprising a DNA - 
segment of this invention. In a related embodiment, the 
contacting involves introducing the DNA segment composition 
into cells expressing a cortistatin protein. 

The DNA segment can be in a variety of forms, but. is 
preferably in a single-stranded form to facilitate, 
complementary hybridization to the target mRNA in the cell in 
which the cortistatin gene expression is to be altered. 

The term "cells" is intended to include a plurality of 
cells as well as single cells.' The cells can be isolated, or 
can be cells that form a larger organization of cells to form 
a tissue or organ. 

- In a further embodiment, the invention contemplated the 
method of inhibiting the expression of cortistatin genes in a 
patient comprising administration to the patient of a 
therapeutically effective amount of a DNA segment composition 
of this invention in a pharmaceutical^ acceptable, excipient . 
In cases where the distribution of the cortistatin is believed 
to be disseminated in the body, the administration of 
therapeutic oligonucleotide can be systemic. Alternatively, 
the target cortistatin can be localized to a tissue,, and the 
therapeutic method can likewise be directed at delivering the 
therapeutic DNA segment to the tissue to be treated. 
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The concentration of the active DNA segment ingredient in 
a therapeutic composition will vary, depending upon the 
desired dosage, use, frequency of administration, and the 
like. The amount used will be a therapeutically effective 
amount and will depend upon a number of factors, including the 
route of administration, the formulation of the composition, 
the number . .and .frequency of treatments and the activity of the 
formulation employed. 

The use of" therapeutic DNA segments, and therefore the 
delivery of those DNA segments into cells where they are 
effective, has been described in a variety of settings. It is 
generally known that therapeutically effective intracellular 
levels of nucleic acids, and particularly smaller nucleic 
acids such as DNA segments and oligonucleotides, can be 
achieved by either exposing cells to solutions containing 
nucleic acids or by introduction of the nucleic acids into the 
inside of the cell. Upon exposure, nucleic acids are taken up 
by the cell where they exert their effectiveness. In 
addition, direct introduction into the cell can be provided by 
a variety of means, including microinjection, delivery by the 
use of specific uptake vehicles, and. the like. 

The pharmaceutical composition containing the therapeutic 
oligonucleotide preferably also contains physiologically 
acceptable carriers, in particular hydrophobic carriers which 
facilitate carrying the oligonucleotide through the cell 
membrane or blood brain barrier. 

Exemplary descriptions of the delivery of therapeutic DNA 
segments and oligonucleotides into cells can be found in the 
teachings of United States Patent NOs . 5,04,820, 4,806,463, 
4,757,055, and 4,689,320, which teachings are hereby 
incorporated by reference. 

A therapeutically effective amount is a predetermined 
amount calculated to achieve the desired effect, i.e., to bind 
to a cortistatin gene present and thereby inhibit function of 
the gene . 

As is apparent to one skilled in the art, the copy number 
of a cortistatin gene may vary, thereby presenting a variable 
amount of target with which to hybridize. Thus it is 
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preferred that the therapeutic method achieve an intracellular 
concentration of a therapeutic DNA segment of this invention 
in molar excess to the copy number of the gene in the cell, 
and preferably at least a ten-fold, more preferably at least a 
one-hundred fold, and still more preferably at least a one 
thousand-fold excess of therapeutic DNA segments relative to 
the gene copy number per cell. A preferred effective amount 
is an intracellular concentration of from about 1 nanomolar 
(nM) to about 100 micromolar (pM) , particularly about 50 nM to 
about 1 /iM. 

Alternatively; a therapeutically effective amount can' be 
expressed as an extracellular concentration. Thus it is 
preferred to expose an cell containing a cortistatin gene to a 
concentration of from about 100 nM to about 10 millimplar 
(mM) , ; and preferably about 10 /iM to 1 mM. Thus, in 
embodiments where delivery of a therapeutic DNA segment ** 
composition is designed to expose cells to the nucleic acid 
for cellular uptake, it is preferred that the local 
concentration of the DNA segment in the area of the tissue to 
be treated reach the extracellular concentrations recited 
above . 

For patient dosages, using a 20 nucleotide base double- 
stranded DNA segment as- the standard, a typical dosage of 
therapeutic composition for a 70 kilogram (kg) human contains 
in the range of about .0.1 milligram (mg) to about 1 gram of 
20-mer DNA segment per day, and more usually in the range of 
about 1 mg to 100 mg per day. Stated differently, a dosage of 
about 1 /ig/kg/g day to about 15 mg/kg/day, and preferably 
about 15 to 1500 /xg/kg/day is contemplated. 

The in vivo inhibition of cortistatin gene expression 
and/or function by a therapeutic composition of this invention 
is .desirable in a variety of clinical settings, such as where 
the patient is at risk for disease based on expression of the 
cortistatin gene. 

3 . Therapeutic Compositions 

The present invention contemplates therapeutic- 
compositions, useful for practicing the therapeutic methods 
described herein. Therapeutic compositions of the present 
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invention contain a physiologically tolerable carrier together 
with a therapeutic reagent of. this invention, namely a 
cortistatin polypeptide, an anti-cortistatin antibody or 
monoclonal antibody, or oligonucleotide as described herein 
dissolved or dispersed therein as an active ingredient In 'a 
preferred embodiment, the therapeutic composition is not 
immunogenic when administered, to ^mammal- or- human-pat tent for 
therapeutic purposes. 

As used herein, the terms '^harmaceutically acceptable- 
"physiologically tolerable" and grammatical variations 
thereof, as they refer to compositions, carriers, diluents and 
reagents, are used interchangeably and represent that the 
materials are capable of administration to or upon a mammal 
without the production of undesirable physiological effects 
such as nausea, dizziness, gastric upset and the like. 

The preparation of a pharmacological composition that"' 
contains active ingredients dissolved or dispersed therein is 
well understood in the art. Typically such compositions are 
prepared as injectables either as liquid solutions or 
suspensions, however, solid forms suitable for solution or 
suspensions, in liquid prior to use can also be prepared. The 
preparation can also be emulsified. 

The active ingredient can be mixed with excipients which 
are pharmaceutical^ acceptable and compatible with the active 
ingredient and in amounts suitable for use in the therapeutic 
methods described herein. Suitable excipients are, for 
example, water, saline, dextrose, glycerol, ethanol or the 
like and combinations thereof. In addition, if desired, the 
composition can contain minor amounts of auxiliary substances 
such as wetting or emulsifying agents, pH buffering agents and 
the like which enhance the effectiveness of- the active 
ingredient. 

The therapeutic composition of the present invention can 
include pharmaceutical^ acceptable salts of the components 
therein. Pharmaceut ically acceptable salts include the acid 
addition salts (formed with the free amino groups of the 
polypeptide) that are formed with inorganic acids such as for 
example, hydrochloric or phosphoric acids, or .such organic 
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acids as acetic, tartaric, mandelic and the like. Salts 
formed with the free carboxyl groups can also be derived from 
inorganic bases such as, for example, sodium, potassium, 
ammonium, calcium or ferric hydroxides, and such organic bases 
as. isopropylamine , trimethylamine , 2-ethylamino ethanol, 
histidine, procaine and the like. 

Physiologically tolerable carriers are well known in the 
art. Exemplary of liquid carriers are sterile aqueous 
solutions that contain no materials in addition to the active 
ingredients and water, or contain a buffer such as sodium 
phosphate at physiological pH value, physiological saline or 
both, such as phosphate-buffered saline. Still further, 
aqueous carriers can contain more than one buffer salt, as 
well as salts such as sodium and potassium chlorides, 
dextrose, polyethylene glycol and other solutes. 

As described herein, for intracellular delivery of " 
oligonucleotides, specialized carriers may be used which 
facilitate transport of the oligonucleotide across the cell 
membrane. These typically are hydrophobic compositions, or 
include additional reagents which target delivery to and/or 
into cells. 

Liquid compositions can also contain liquid phases in 
addition to and to the exclusion of water. Exemplary of such 
additional liquid phases are glycerin, vegetable oils such as 
cottonseed oil, and water-oil emulsions. 

A therapeutic composition contains an amount of a 
cortistatin polypeptide or ant i-cortistatin antibody molecule 
of the present invention sufficient to inhibit cortistatin 
function. Typically this is an amount of at least 0.1 weight 
percent, and more preferably is at least 1 weight percent, of 
peptide or antibody per weight of total therapeutic 
composition. A weight percent is a ratio by weight of peptide 
or antibody to total composition. Thus, for example, 0.1 
weight percent is 0.1 grams of polypeptide per 100 grams of 
total composition . 
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Examples 

The following examples are intended to illustrate but are 
not to be construed as limiting the specification and claims 
in any way . 

1 ' Verification r>f r prtist^jq Nucleic ftr^o 
A. Rat cDNA • 

To screen for novel mRNAs, an 140 base pair (bp) cDNA 
clone was obtained from a subtracted rat hippocampal library 
and then used as . probe to screen a rat brain ^ 

the plasmid pHG327 as described by Forss-Petter et al j 
Mol. Neurosri , 1:63-75 (1989). The cDNA library was ' " ' 
constructed as described by Staeheli et al . , Cell, 44:147-158 
(1986), the disclosure of which.is hereby incorporated by 
reference. 

Briefly, the subtracted cDNA library was constructed" 
essentially as described by Usui et al . , J. Neum.n 
14:4915-4926 (1994) and was. the result from subtracting a cDNA 
library made from hippocampi of rats that had been stimulated 
at high frequency in vivo (referred to as the target library 
in Usui et al.) with a cDNA library made from the 
contralateral hippocampi of the same rats (referred to as the 
driver cDNA library). clones from this subtracted library 
were arrayed on nylon replica filters and hybridized with 
probes consisting of the target and driver cDNA libraries 
CDNA clones hybridizing with the target but not the driver 
were further analyzed by dideoxy sequencing (Sanger et al . 
Proc. Natl, ftcad. Sri TTSft , 74:5463-5467 (197-7) and in situ 
hybridization (de Lecea et al . , Mol, Brai n p~ 25:286-296 
(1994). The 140 base pair (bp) long nucleotide sequence of 
clone 1D4 (later named preprocortistatin J , that was used as 
the above -described screening probe, was then compared with 
sequences in the GenBank database and' was recognized by having 
a Signxfxcant degree. (82%) of similarity with the nucleotide 
sequence reported for somatostatin. 

. Further screens of whole rat brain and hippocampal - cDNA 
libraries produced five additional clones up to 438 
nucleotides in length, including two displaying an initiator 
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methionine codon. The nucleotide sequence of the isolated 
clones was determined using the dideoxy method as described by 
Sanger et al., Proc . Natl. Acad. Sci.. USA . 74:5463- 5467 
(1977) . Sequence alignment was performed with the Bestfit 
program (GCG group, University of Wisconsin) . 

From the five cDNA clones obtained from screening the 
above -identified libraries, a complete coding nucleotide 
sequence of rat preprocortistatin cDNA, 43 8 nucleotide's in 
length, was compiled as shown in Figure 1 and listed in SEQ ID 
NO 1. The complete preprocortistatin cDNA clone displays a 
336 nucleotide open reading frame (ORF) with a N- terminal 
signal peptide whose cleavage site is indicated by an arrow 
between amino acid positions 27 and 28 corresponding to a 
cleavage site after nucleotide position 110. A sequence of 
six iterations of the trinucleotide CTG repeats encoding 
leucine residues contained within the coding region for the 
signal peptide is underlined. Such a triplet expansion in 
other genes has been implicated as causal in neurological 
diseases, e.g., myotonic dystrophy as described by Brook et 
al . , Cell . 68 : 799-808 (1992) . 

Translation of this rat cDNA sequence indicated that a 
novel protein of 112 amino acid residues, called rat 
preprocortistatin. was encoded as shown in Figure 1 aligned 
under the cDNA sequence. The deduced amino acid sequence of 
rat preprocortistatin is also listed in SEQ ID NO 1 with the 
nucleotide sequence and in SEQ ID NO 2 alone. 

Cleavage of the preprospecies to procortistatin would 
produces a mature protein that is processed at either of two 
tandem basic amino acid pairs, KK (lys-lys) or KR (lys-arg) 
shown in bold in Figure 1, to produce cortistatin-29 and 
cortistatin-14. the latter shown in Figure 1 in the solid 
lined box, analogous, to the cleavage of preprosomatostat in at 
28 and 14 residues as described by Glushankov et al . , Proc . 
Natl. Acad. Sci., USA , 81:6662-6666 (1984), or at both basic 
pairs to additionally produce cortistatin- 13 , shown in Figure 
1 with the hatched lined box. Whereas cort istatrn- 13 is 
unrelated to known species, cortistatin-14 shares 11 of 14 
residues with somatostatin- 14 . Alignment of rat 
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preprocortistatin with the 116 amino acid residue sequence of 
preprosomatostatin is shown in Figure 2 labeled respectively 
as CST and SST. single dots between the sequences indicate 
non- conservative amino acid substitutions while double 
vertical dots indicate conservative amino acid substitutions. 

CST anrssr 8 ^';" 11 S6qUenCeS b — 

? ^ . ^?- n 9.1e dots -between the continuous sequence of* 

CST indicate spacing to accommodate for the alignment with 
SST. The amino acid residue sequence of CST shown in Figure 2 
corresponds to positions 10 to 112 in SEQ ID NO 2 . The amino 
add residue sequence of SST is listed in SEQ ID NO 3 

The shared amino acids between preprocortistatin and 
preprosomatostatin include two cysteine residues that are 
likely to render the peptide cyclic and the FWKT amino acid 
residue. (SEQ ID NO 2 from position 104 to 107) that are 
critical for somatostatin binding to its receptors as 
described by Veber et al., Nature, 280:512-514 (1979) 
However, extended amino acid identity is seen only at 'their C- 
termini. Both statins share the critical residues for binding 
to the receptors as shown in bold in the figure and the 
cysteines that are likely to render the peptides cyclic 

As shown in Figure 2, for the portion of the preprostatin 
for™ J~* inn *»* ^.r the bold KK for CST and the bold RK 
for SST indicating peptides with 14 amino acids, the 
cortistatin-14 and somatostatin-14 are permuted by one amino 
acid. Thus, the alignment of cortistatin begins at the second 
ammo acid of the somatostatin-14 .peptide, corresponding to 
amino acid residue position 104 in Figure 2, and cortistatin 
terminates with a lysine residue that extends one amino . acid 
residue, corresponding to CST amino acid position 112, beyond 
the C-termmal cysteine of somatostatin. This difference and 
their cDNA sequences indicate clearly that they are the 
products of separate genes. 

B . Mouse cDNA 

A mouse (C57/B16) cerebral cortex cDNA library • 
constructed in the P T7T3D vector (Pharmacia, Piscat'away, „J> 
was similarly screened to obtain the mouse homolog to the rat 
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preprocort i statin cDNA obtained above. The screens produced 
four additional clones up to 430 nucleotides in length, 
including two displaying a initiator methionine codon. The 
nucleotide sequence of the isolated clones was determined as 
described above as was alignment of the sequences. 

From the four cDNA clones obtained from screening the 
above-identified libraries, a complete coding nucleotide 
sequence of mouse preprocortistatin cDNA, 427 nucleotides in 
length, was compiled as shown in Figure 3 and listed in SEQ ID 
NO 4 . The complete preprocort istatin cDNA clone displays a 
327 nucleotide open reading frame (ORF) with a N- terminal 
signal peptide whose cleavage site is indicated by an arrow 
between amino acid positions 25 and 26 corresponding to a 
cleavage site after nucleotide position 99 . A sequence of 
three iterations of the trinucleotide CTG encoding leucine 
residues contained within the coding region for the signal 
peptide is underlined. 

Translation of this mouse cDNA sequence indicated that a 
novel protein of 109 amino acid residues, called mouse 
preprocort istatin, was encoded as shown in Figure 3 aligned 
under the cDNA sequence. The deduced amino acid sequence of 
mouse preprocortistatin is also listed in SEQ ID NO 4 with the 
nucleotide sequence and in SEQ ID NO 5 alone. 

Similar to the rat preprocortistatin, cleavage of the 
.mouse preprospecies to procortistatin produces a mature 
protein that is processed at either of two tandem basic amino 
acid pairs, KS (lys-ser) and KK (lys-lys) shown in bold in 
Figure 3, to produce mouse cort istatin- 29 and mouse 
cortistatin-14 , the latter shown in Figure 3 in the solid 
lined box, or at both basic pairs to additionally produce 
mouse cortistatin-13, shown in Figure 3 with the hatched lined 
box . 

After introduction of two gaps, the mouse and rat 
nucleotide sequences were 86% identical. Assuming that the 
mouse translation initiation product begins at the second 
methionine triplet, it contains 108 amino acids compared to 
112 for rat . Again, after introduction of two gaps, the 
encoded rat and mouse proteins share 82% identity. The mouse 
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nucleotide sequence corresponding to cortistatin-14 and the 
adjacent lysine doublet that serves as its site of proteolytic 
release from its precursor were identical to same region in 
the rat sequence, thus supporting a functional . conservation of 
the mature peptide. The DNA sequence upstream from the 
processing site of cortistatin-14 showed several points of 
divergence, including some resulting -in non-conservative amino 
acid substitutions. . The sequence corresponding to the signal, 
peptide of preprocortistatin contains only three iterations of 
CTG encoding the amino acid leucine, in contrast to six 
iterations of the same triplet in the rat peptide precursor, 
indicating that this sequence is unstable and subject to 
expansion. 

C- Human cDNA 

The human homolog is similarly obtained from screening"" 
human brain cDNA libraries essentially as described above for 
rat and mouse cortistatin nucleic acids and proteins. To 
screen for novel mRNAs, a 120 bp fragment of the human coding 
sequence was isolated by PCR using degenerate primers from the 
mouse and rat sequences. The nucleotide sequence of this 
fragment was compared to the EST database and one sequence was 
found with significant similarity to cortistatin. A 250 bp 
nucleotide fragment was obtained and used as a probe to screen 
a human whole brain cDNA library. • The screens produced two 
cDNA clones, 450 and 270 nucleotides in length, and the 
sequence from the longest was determined. Human 
preprocortistatin cDNA was amplified by PCR using primers to 
the C- terminal sequence of cortistatin. The PCR fragment was 
cloned, random prime labeled and used to screen a cDNA library 
prepared from human whole brain mRNA (Cloritech) . 

A complete coding nucleotide sequence of human 
preprocortistatin cDNA, 701 nucleotides in length, was 
compiled as shown in Figure 3a and listed in SEQ id NO 25. A 
sequence of four iterations of the trinucleotide CTG encoding 
leucine residues contained within the coding region for the 
signal peptide is underlined in Fig. 3a. The complete 



3NSDOCID <VVO B743417A1 I > 



WO 97/43417 



PCT/US97/08481 



71 

preprocortistatin cDNA clone displays a 315 ORF, which begins 
at position 78 of SEQ ID NO 25. ; 

Translation of this human cDNA sequence indicated that a 
novel protein of 105 amino acid residues, called human 
preprocortistatin, was encoded as shown in Figure 3b. The 
deduced amino acid sequence of human preprocortistatin is 
listed in SEQ ID NO 26. 

Similar to the rat preprocortistatin, cleavage of the 
human preprospecies to procortistatin generates a mature, 
protein that is processed at either of two RR (arg-arg) tandem 
basic amino acid pairs, to produce human cortistatin- 29 and 
human cort istatin-17 . The human preprospecies along with the 
prospecies and the mature proteins are listed in Table 1 in 
the Examples including their noted amino acid residue 
sequences . 

The human and rat nucleotide sequences are 71% identical . 
The human cortistatin- 17 shares 13 of the last 14 residues 
with rat and mouse cortistatin- 14 . The lysine doublet that 
lies just N-terminal to cortistat in-14 in the rat and mouse is 
not conserved in the human sequence. The DNA sequence 
upstream from the processing site of cort istatin-14 are not 
very conserved across species. However, rat cortistatin-31 
and human cortistatin-31 share 13 residues clustered in their 
N-terminal regions that are conserved among the rat, mouse, 
and human prohormone sequences.' The sequence corresponding to 
the signal peptide of preprocortistatin contains only four 
iterations of CTG encoding the amino acid leucine, in contrast 
to six iterations of the same triplet in the rat peptide 
precursor or three in mouse, indicating that this sequence is 
unstable and subject to expansion. 

2 . Preparation of Cortistatin Protein and Polypeptides 
A. Recombinant Proteins 
Rat preprocortistatin (SEQ ID NO 1) is inserted into the 
BamHl sites of the pHG23 7 vector, both the DNA and vector are 
described above. Upon digestion with BamHl restriction 
enzyme, the resultant 450 bp fragment is then inserted 
directly into the Bglll site of the polylinker region of the 
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P CM4 vector {David W. Russell, Dept. of Molecular Genetics, 
University of Texas Southwestern Medical Center, Dallas, TX) 
This vector uses the cytomegalovirus (CMV) promoter to direct 
the expression of foreign proteins. in mammalian cells. 
Several eight to ten amino acid epitope "tags" are added by 
PCR to the N- terminal of preprpcort istatin to allow 
visualization of the processed product in mammalian cells. 

For example, the respective 5' and 3' synthetic 
oligonucleotides, written in the 5- to 3 • direction, 
5 ' ATCGAGATCTAAGGAGGATGGGTGGCTGCAG3 ' (SEQ ID NO 13) and 

5 • ACTGTCTAGATCATAGGTCTTCTTCTGATATTAGTTTTTGTTCCTTGCACGAGGAGAAGG 
TTTTCCAG3 ' (SEQ ID NO 14) are used as primers in PCR to 
amplify preprocortistatin beginning at nucleotide position 23 
xn SEQ ID NO 1 with, an inserted Bglll site added at its 5 • end 
to the 3' end having an inserted c-myc epitope tag. The 5' 
primer is also referred to as an upstream, sense or forward 
primer. The 3' primer is also referred to as a downstream, 
anti-sense or backward primer. The resultant PCR products are 
such that, when subcloned into the pCMV or related vectors and 
transacted into, mammalian cells (CHO, AtT-20 or GH4 cells), 
produce a procortistatin-myc tagged protein product that is' 
visualized by Western blot or immunocytochemistry, without the 
need of cortistatin-specif ic antibodies. For in vivo 
visualization of the processing, the preprocortistatin 
sequence amplified as described above could be inserted into 
the pGFP-Nl vector {Clontech, Palp Alto, CA) , which contains 
the green fluorescein protein (GFP) from Aeauora* vS^^=> 
Procortistatin proteins for use in this invention are 
also produced in bacteria and purified by subcloning the 
procortistatin coding sequence described above and seen in 
Figure 1 into the pRSET B vector (Invitrogen, San Diego, CA) , 
which contains the nucleotide sequence encoding 6 histidines 
before the insertion of the procortistatin sequence. The 
vector contains the T7 promoter which drives the expression of 
6xHis-tagged proteins in B. coli . For this aspect, the 
respective synthetic 5' and 3' oligonucleotides, 
5 • ATCGAGATCTGTCCTGGAGA3 ' (SEQ ID NO 15) and 

5 ' ACTGAATTCAGGCCACGGCTGCATTCACAG 3 ' (SEQ ID NO 16 ), are used 
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as. primers in PCR to amplify the rat preprocortistatin 
sequence without the signal peptide into the Bglll and EcoRI 
sites of the pRSET B vector. Once expressed, the expressed 6x 
histidine- tagged procortistatin sequence is then purified by 
affinity chromatography on a TALON (Clontech) metal affinity 
resin . 

A procort istatin-glutathione-S- transferase fusion protein 
(CST-GST) is produced in E. coli by subcloning the 
procortistatin sequence into the appropriate sites of the 
pGEX2 vector (Pharmacia) , as described above . 

Thus, the methods described herein are useful for the 
generation of both recombinant cortistatin proteins and 
recombinant cortistatin fusion proteins. With the above- 
described expression methods, mouse and human homologs of the 
rat procortistatin are similarly prepared along with the 
remaining rat and mouse cortistatin proteins and peptides- 
listed below in Table 1. The cloning and expression of the 
cortistatin proteins and polypeptides of this invention are 
techniques well known to one of ordinary skill in the art and 
are described, for example, in "Current Protocols in Molecular 
Biology", eds. Ausebel et al . , Wiley t Sons, Inc., New York 
(1989), the disclosures of which are hereby incorporated by 
reference . 

Once expressed, the recombinant cortistatin proteins and 
polypeptides along with fusion proteins thereof are useful in 
the screening methods, diagnostic methods and therapeutic 
modalities as described below. Specifically, with respect to 
screening methods, recombinant cortistatins are used in the 
solid phase in assays including Western blot, ELISA, RIA, and 
the like, all of which are well known techniques. in the art. 
Similarly, the molecules described herein are used in liquid 
phase in assays including receptor binding assays for direct 
binding or for competition of binding (see Example 5) , for 
cAMP activation assays (see Example 5) , for identifying 
cortistat in-specific receptors (see Example 7), and the like. 
The determination and identification of cortistatin analogs 
and antagonists is also facilitated with the use of 
recombinant cortistatin proteins and polypeptides as described 
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in Example 6.. Therapeutic uses of recombinant molecules are 
similarly described, in Example 8.. Other uses not described 
herein of the molecules of the present invention are also 
contemplated. 

B - gV"thetic Protg-ir. s and P^ypeptidps 

_ ; ^ alternative method to preparing, recombinant 

cortistatin proteins and polypeptide is preparing synthetic 
versions thereof. For this procedure, the polypeptides were 
synthesized using standard solid-phase synthesis techniques 
as, for example, described by Merrifield, Adv. P.n, r .i 
32:221-296 (1969), and Fields, G.B. and Noble, R.L./ int. .1 
Peptide Protein 35 : 161-214 . (1990) and as described in US 

Patent Nos. 4,900,811 and 5,242,798, the disclosures of which 
are hereby incorporated by reference. 

The various cortistatin proteins and peptides of this " 
invention are hereinafter referred to by. their designations as 
listed in Table i. The corresponding SEQ ID NO for each 
peptide is also listed in Table 1. 
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Table 1 



Desianation SEO ID NO 




rat preprocortistatin 


2 


jl coiiip ictc sequence 


rat procortistatin 


6 


1-from arrow to end 


rat cortistatin-29 


7 


±-rrom Deginnmg pi 






naLLllcU 


line to end 


rat cortistatin-14* 


a 
o 


l-in solid box 


rat cortistatin-13 


Q 


1-in hatched box 


mouse 


preprocortistatin 


c 


3 -complete sequence 


mouse 


procortistatin 


10 


1-from arrow to end 


mouse 


cortistatin-29 


11 


3-from beginning of 






hatched 


line to end 


mouse 


cortistatin-14 


8 


3 -in solid box 


mouse 


cortistat in- 13 


12 


3 -in hatched box 


human 


preprocortistatin 


26 


3a- complete sequence 


human 


cortistatin-29 


26 


3a -from arrow to end 


human 


cortistat in -17 


26 


3a-in solid box 


human 


cortistat in- 31 


26 


3a- in hatched box 



* Amino acid sequence is the same for rat, mouse and human 

The cortistatin-14 peptide, having the same amino acid 
residue sequence for human, rat and mouse, was synthesized in 
the carboxy- terminal amide form.- It was then analyzed by 
reverse phase high performance liquid chromatography (HPLC) on 
a Vydac C-18 column (Alltech Associates, Inc., IL) with a 0- 
60% acetonitrile linear gradient in 0.1% trif luoroacetic acid. 
The peptide was then purified to homogeneity by preparative 
HPCL using optimal conditions suggested by the analytical 
chromatography. The amino acid composition and concentration 
of the isolated peptide was determined with a 24 hour 
hydrolysis in 6 N HC1 in evacuated tubes at 110 degrees 
Celsius (110°C) and subsequent analysis on a Beckman Model 
6300 High Performance ^Analyzer . 

After purification, the peptide was separately, 
resuspended in distilled water to form a dissolved peptide 
solution at a final concentration of 2.5 mM. Subsequently, 
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one-tenth volume of 10-fold concentrated buffer, referred to 
as TBS-Az containing 0.05 M Tris hydroxy™* thyl ami nome thane - 
hydrochloride (Tris-HCl) at pH 7.4 0.1 M sodium chloride 
(NaCl), 0.02% sodium azide (NaN 3 ), was added. The pH of the 
solution was checked, and if necessary, adjusted to pH 7.4 
with titrated amounts of l M Tris-base. 

.. The re ^^ -listed in 

Table 1 are similarly synthesized and purified for use in 
practicing this invention. 

3 * Preparation of Ant- j-Cort iat-g tiri Ani- ihnH^ e , 

A> Preparation of Polyclonal Entisera i-p Svnf.W i r> , 
Polypeptides 

1) Prepar ation of Immunng en 
For preparation of a peptide immunogen, the synthetic 
polypeptide cortistatin-14 was prepared as described in 
Example 2. The synthesized peptide was coupled to edestin 
(Sigma, St. Louis, MO) using the heterobif unctional 
crosslinking agent, N-succinimidyl-3 - (2-pyridyldithio) 
propionate (SPDP) (Pierce Biochemicals, Rockford, IL) . For 
the coupling procedure, 80 microliters (/xl) of 10 
milligrams/milliliter (mg/ml) SPDP dissolved in 
dimethylformamide was admixed dropwise to 400 1 15 mg/ml 
edestin in 0.1 M phosphate, 0.1 M NaCl at pH 8.5 under 
continuous stirring conditions fox 30 minutes at 22'C in order 
to form SPDP-activated edestin. 

The resultant SPDP-activated edestin was then extensively 
dialyzed at 4 "C against a buffered solution of 0.1 M phosphate 
and 0.1 M NaCl at pH 7.4 in order to remove uncoupled SPDP. 
Six mg of prepared peptide was first dissolved in 2 ml of 0.1 
M phosphate and o.i.M NaCl at pH 7 . 4 and then admixed with 
SPDP-activated edestin prepared above under continuous 
stirring conditions. The degree of coupling of the peptide 
with edestin was monitored by diluting an aliquot of the mix 
1:100 at time zero, and each hour thereafter, and measuring 
the release of pyridine- 2 -thione at 343 nm in a 
spectrophotometer. The end point of coupling was determined 
to be an increase of 0.2 in absorbency, or upon visualization 
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of* precipitate at which point edestin conjugates peptide was 
formed, and designated cortistatin-14 -edestin immunogen. 

To prepare antisera specific for the remaining peptides 
listed in Table 1 and for species-specific preprocortistat in 
and procortistatin, the protein and peptide preparations 
described in Example 2 are similarly prepared as immunogen s . 

2) Immunization and Collection of Poly clonal 
Antisera 

To form anti-peptide antibodies, the cortistatin-14 - 
edestin immunogen prepared above was emulsified using Adjuvant 
Complete Freund {DIFCO Laboratories, Detroit, MI) for the 
first injection and Adjuvant Incomplete Freund (DIFCO) for all 
subsequent in ject ions according to the manufacturer's- 
instructions, and the immunogen was incorporated into the 
emulsion at a concentration of 2 mg/ml. One-half ml of a - 
prepared emulsion was injected subcutaneously into each of two 
New Zealand white rabbits after pre- immune serum samples are 
collected. The rabbits were injected three times at weekly 
intervals following the injection protocol as detailed. Two 
weeks after the last injection, blood samples were collected 
to check antibody titer against the specific peptide 
cortistatin-14 -edestin used as an immunogen by the EL ISA assay 
described below in Example 3C. The collected blood samples 
were stored at 4°C for 12 hours/ after which the samples were 
centrifuged at 3000 x g for 20 minutes. The resultant 
supernatant containing anti-peptide antibodies was collected, 
designated polyclonal anti-cortistatin peptide antibodies and 
stored at -20°C. 

Immunization of separate rabbits for the production of 
antisera against each of the peptides and proteins prepared in 
Example 2 is performed as described herein. The resultant 
antisera are then screened by ELISA as described below. 

C. ELISA to Screen Antisera Immunoreact ivitv 
The peptide antibody titers and immunospecif icity in sera 
collected from rabbits in Example 3B is determined in binding 
assays to native cortistatin molecules in tissue preparation 
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(i.e., in situ) as. described in the Specification or by an 
enzyme- linked- immunosorbent -assay (ELISA) as described below. 
The antigens used in the ELISA include the immunizing peptide 
as well as recombinant proteins and polypeptides as described 
in Example 2. 

To determine the immunospecif icity of the rabbit antisera 
obtained in Example 2 C, ELISA assays are performed. Briefly, 
50 1 of 50 M concentrations of cortistatin peptides prepared 
in Example 1 and listed in Table 1 in a buffer consisting of 
0.05 M sodium carbonate (Na 2 C0 3 ) and -0.02% NaN 3 at pH 9.0 are 
separately admixed into the wells of microtiter plates. The 
plates are maintained at 37°C for one hour to permit the 
antigens to become operatively affixed to the well walls. 
After washing the antigen-coated wells with TBS, the wells are 
blocked with 250 1/well of 10% bovine serum albumin . (BSA) 
(Sigma) in TBS for one hour at 22°C. The blocking solution- is 
then removed and the wells are subsequently washed five times 
with 250 1/well of maintenance buffer (0.05 M Tris-HCl , 0.1 M 
NaCl, 0.02% NaN 3 , 1 mg/ml BSA, 5 mM CaCl 2 , 0 . 01% Tween 20 at 
pH 7,4) 

Fifty 1 of rabbit nonimmune or specific antiserum 
serially diluted in maintenance buffer are then admixed to the 
washed wells to form an immunoreaction admixture, that is 
maintained for one hour at 37 °C to allow formation of a solid- 
liquid phase immunoreaction products. The wells are then 
washed three times with maintenance buffer followed by 
admixture of 50 1 of 1.0 g/ml of secondary antibody 
(polyclonal biotinylated goat-anti-rabbit-IgG) (Pierce 
Biohemicals, Rockford, IL) diluted in maintenance buffer to 
each well for the detection of immunoreactant products. The 
plates are maintained for one hour at 37°C after which time 
the secondary antibody solution is removed. 

After washing the wells as described above, 50 1 of 1.0 
g/ml streptavidin-alkaline-phosphatase (Pierce Biochemicals) 
in maintenance buffer are admixed into each well and 
maintained for 30 minutes at 37°C. Detection of specific 
immunoreaction products is obtained by admixture of 150 1/well 
of 5 mg/ml p-nitrophenylphosphate (PNPP) (Pierce Biochemicals) 
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in 0.1 M diethanolamine and 0.02% NaN 3 at pH 9 . 0 followed by 
measurement of the change in absorbance at 405 nm over time 
using the EL312 Microplate Bio-Kinetics Reader and the 
KinetiCalc Software Program (Biotek Instruments , Inc., VT) . 
Nonspecific binding is considered as the measured absorbance 
in 10% BSA blocked wells which serve as negative controls 
without the preceding coating of a specific protein or 
peptide. Under the described conditions, nonspecific binding 
never exceeds more than 5% of the specific binding. Rabbit 
ant i- peptide antisera which exhibit immunoreact ivity that 
produced an optical density change at 405 nm using the kinetic 
program as compared to the immunoreact ivity of pre -immune 
serum toward peptides, is selected for use as an anti-peptide 
antibody, and also selected for further purification as 
described in herein. 

Rabbit antisera for the other peptide immunogens are-' 
similarly screened for immunoreact ivity to the respective 
peptide immunogens . Rabbit antisera which exhibit significant 
immunoreact ivity as compared to the pre- immune sera toward 
each of the peptide immunogens are further purified and 
analyzed as described below. 

* - ■• D. Purification of Ant i -Cortistat in Peptide 
Antibodies 

Purification of the IgG fraction from rabbit antiserum, 
which shows significant reactivity towards the immunizing 
peptides described above is conducted by ammonium- sulfate 
precipitation (0-45%) , followed by purification of IgG On an 
ion-exchange Mono Q column (Pharmacia LKB, Piscataway, NJ) 
connected to a fast protein liquid chromatography (FPLC) 
system (Pharmacia) . For each antiserum, immunoaf f inity 
purification of the pooled immunoreact ive IgG- fraction is 
performed by passing approximately 100 mg of the IgG over a 5 
ml column containing 3 mg of species-specrif ic cortistatin 
coupled to Sepharose 4B (Pharmacia) . After a thorough washing 
of the column with five column volumes 'of 0.05 M Tris-HCl and 
1 M NaCl at pH 7.4 to remove unbound antibodies, the bound IgG 
is eluted with two column volumes of 0.1 M glycine-HCl at pH 
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2.5. The eluted protein is monitored by absorbance at 280 nm 
and the IgG concentrations determined from the extinction 
coefficient of 13.5. The eluted IgG is immediately dialyzed 
against TBS-Az, concentrated against 50% sucrose for 
approximately three to four hours and once more extensively 
dialyzed against TBS-Az to a final concentration of 3-4 mg/ml . 

E - Preparation of Ant i-Co-rt-i statin Monoclonal 
Antibodies 

To prepare monoclonal antibodies to the cortistatin 
proteins and polypeptides prepared in Example 2, immunogens 
for each are prepared as described above. Balb/c Byj mice 
(The Scripps Research Institute, La Jolla, CA) are immunized 
intraperitoneal^ (i.p.) with 50 g of prepared immunogen in 
complete Freund's adjuvant (CFA) followed by a second and 
third immunization using the same immunogen, each about three 
weeks apart, in incomplete Freund's adjuvant (IFA) . The mice 
receive a boost of 50 g of the prepared peptide intravenously 
(i.v.) in normal saline four days prior to fusion and a second 
similar perfusion boost one day later. 

The animals so treated are sacrificed and the spleen of 
each mouse is harvested. A spleen cell suspension is then 
prepared. Spleen cells are then extracted from the spleen 
cell suspension by centrifugation for about ten minutes at 
1000 rpm, at 23°C. Following removal of the resultant 
supernatant, the cell pellet is resuspended in 5 ml cold 
ammonium chloride (NH 4 C1) lysing buffer, and is maintained for 
about 10 minutes. 

Ten ml of Dulbecco's Modified Eagle Medium (DMEM) (GIBCO) 
and HEPES [4 - (2-hydroxy ethyl) -l- piperidineethanesulf onic 
acid] buffer are admixed to the lysed cell suspension to form 
an admixture, and that admixture is centrifuged for about ten 
minutes at 1000. rpm at 23 °C. 

After the resultant supernatant is decanted, the pellet 
is resuspended in 15 ml of DMEM and HEPES and is centrifuged 
for about ten minutes at 1000 rpm at 23 'C. The above 
procedure is repeated. 
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The pellet is then resuspended in 5 ml DMEM and HEPES. 
An aliquot of the spleen cell suspension is then removed for 
counting. Fusions were accomplished in the following manner 
using the non- secreting mouse myeloma cell line P3X63Ag 
8.653.1, a subclone of line P3x63Ag 8.653 (ATCC 1580). With a 
myeloma to spleen cell ratio of about 1 to 10 or about 1 to 5, 
a sufficient quantity of myeloma cells are centrifuged into a 
pellet, washed twice in 15 ml DMEM and HEPES, and then 
centrifuged for 10 minutes at 1000 rpm at 23 °C. 

Spleen cells and myeloma cells are combined in round 
bottom 15 ml tubes. The cell mixture is centrifuged for ten 
minutes at 1000 rpm at 23 °C and the supernatant is removed by 
aspiration. Thereafter, 200 1 of 50 percent (weight per 
volume) aqueous polyethylene glycol 4000 molecular weight 
(PEG); (ATCC Baltimore, MD) at about 37°C are admixed with the 
pellet using a 1 ml pipette with vigorous stirring to disrupt 
the pellet. The cells are then gently mixed for between 15 
and 30 seconds. The resultant cell mixture is centrifuged 
four minutes at 700 rpm. 

At about eight minutes from the time of adding the PEG, 5 
ml of DMEM plus HEPES buffer are admixed slowly to the pellet, 
without disturbing the cells. After one minute, the resulting 
admixture is broken up with a 1 ml pipette and is maintained 
for an additional four minutes. This admixture is- centrifuged 
for 7 minutes at 1000 rpm. The * resultant supernatant is 
decanted, 5 ml of HT (hypoxanthine/ thymidine) medium are 
slowly admixed to the pellet, and the admixture is maintained 
undisturbed for five minutes. The pellet is then broken into 
large chunks and the final cell suspension is placed into T75 
flasks (2.5 ml per flask) into which 7 . 5 ml HT medium is 
present. The resulting cell suspension is maintained at 37°C 
to grow the fused cells. After 24 hours, 10 ml of HT medium 
are admixed to the flasks followed six hours later by 
admixture of 0.3 ml of 0.04 mM aminopterin . ^ Forty-eight hours 
after fusion, 10 ml of HAT 

(hypoxanthine/aminopterin/thymidine) medium are admixed to the 
flasks . 
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Three days after fusion, viable cells are plated out . in 
96-well tissue culture plates at about 2 x 10 4 viable cells 
per well (768 total wells) in. HAT buffer medium as' described 
in Kennett et al . , Curr, Top. Microbiol. Immunol. . 81:77 
(1978). The cells are fed seven days after fusion with HAT 
medium and at approximately four to five day intervals 
_ thereafte ^. a _ s ne f^ed with HT medium.. Growth is followed 
microscopically and culture supernatants are collected about 
two weeks later. , The culture supernatants from HAT resistant 
cultures are subsequently assayed for the presence of 
respective cortistatin-specif ic antibody by solid-phase ELISA 
as described in Example 3C and selected as hybridomas -that 
produce an antibody of this invention. 

The anti-cortistatin antibodies are useful in .detecting 
the presence of cortistatin antigen in a human tissue or ^ body 
sample through the formation of an immunoreaction complex as 
obtained in binding assays in situ . ELISA methodologies, by 
immunohistochemical methods including tissue staining and flow 
cytometry, or by Western blot analysis. In addition, the 
anti-cortistatin antibodies prepared herein are useful in 
methods to inhibit the physiological response of cortistatin 
receptor following occupancy and activation by cortistatin as 
described below in Example 8. 

, . . ■ •*» 

4 - Detection of C ortistatin Nucleic Acids 
A * Detecti on of Cortistatin mRNA 

To characterize cortistatin, the distribution of 
preprocortistatin mRNA was assessed by Northern blot analysis. 
Total cellular RNA was prepared from homogenized tissues 
including rat brain, anterior pituitary, adrenal gland, liver, 
spleen, thymus, ovary and testes, according to the method 
described by Chirgwin et al . , Biochenu, 18 : 5294-5299 (1979) . 
The RNA was enriched for poly(A)+ RNA by oligo (dt ) -cellulose 
chromatography as described by Aviv et al . , Proc. Natl. Acad.. 
Sci., USA , 69:1-408-1412 (1972) . Two g of poly (A) + selected 
RNA were fractionated by gel electrophoresis and transferred 
to nitrocellulose. The latter was then hybridized with a 
labeled cortistatin cDNA probe having the nucleotide sequence 
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(SEQ ID NO 1) . Hybridization conditions were essentially as 
described by Forss-Petter et al., J. Mol . Neurosci . , 1:63-75 
(1989). A cyclophilin probe described by Danielson et al., 
DNA, 7:261-267 (1988) was hybridized to the same blot as a 
control for concentration and integrity of the RNA samples. 

The results of the mRNA screening are shown in Figure 4 . 
A single band of approximately 600 bp was detected in samples 
prepared from brain but not adrenal gland, liver, spleen, 
thymus/ ovary, testes or anterior pituitary. The result 
suggests that the rat preprocortistatin clone whose sequence 
is shown in Figure 1 is nearly full length. 

Based on the limited distribution of preprocortistatin 
mRNA in brain, the cellular distribution of cortistatin mRNA 
was determined by in' situ hybridization (ISH) on rat brain 
sections on free-floating sections as previously described by 
deLecea et al . , Mol . Brain Res. , . 25:286-296 (1994). For - 
double ISH, both probes (digoxigenin- and 35 S- labeled) were 
incubated together on tissue sectins followed by washing and a 
second incubation of the sections with an anti -digoxigenin Fab 
fragment conjugated to alkaline phosphatase (1:3000; 
Boehringer Mannheim, Indianapolis, IN) as described by the 
manufacturer. For combined in situ hybridizat ion- 
immunohistochemistry, in situ hybridization was performed 
first. Sections were then equilibrated in PBS, blocked with 
4% BSA and incubated with a somatostatin antiserum described 
by Morrison et al . , Brain Res. . 262:344-351 (1983) (S309 
diluted 1:2000). This antibody recognizes epitopes in the N- 
terminus of somatostatin-28 and therefore is unlikely to 
crossreact with cortistatin-14 . Cells containing more than 20 
silver grains over the cell body were considered positive, and 
were counted as an average in eight different sections from 
three different animals. 

Signals were detected only in scattered cells throughout 
the cerebral cortex and hippocampus. Of note, no signal was 
detected in hypothalamus, an important site of somatostatin 
expression. In the cortex, signals were especially, abundant 
in layers II-III and VI. The visual/temporal cortex displayed 
about twice as many cortistat in-positive neurons as the 
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somatosensory cortex. _ In the hippocampus, /cortistatin mRNA 
expression was found in.-. some non-pyramidal cells, in the 
subiculum and in the stratum oriens of the CA1 and CA3 fields, 
suggesting that cortistatin mRNA might be present in GABAergic 
interneurons . 

To assess this aspect, double iji_situ; hybridization was 

per formed . to detect coexpression.of cortistatin- and - 

GAD55/GAD57 mRNAs , which encode the synthetic enzymes for GABA 

as described by Erlander et al . Neuron , 7:91-100 (1991).. All 
cortistatin- expressing cells also contained either GAD55. or 
GAD 67 mRNA, thus providing evidence for the GABAergic nature 
of these neurons. 

By combined immunohistochemistry and in situ 
hybridization, cortistatin and somatostatin appear in 
different populations of interneurons; while cortistatin is 
selectively expressed in cells* of the cerebral cortex and 
hippocampus, somatostatin-containing neurons have a wider 
distribution. Moreover, cortistatin and somatostatin can 
exist in different populations of interneurons, as 
demonstrated by the limited . co-localization of somatostatin 
immunoreactivity and cortistat in mRNA. In cortical layers II- 
III, most positive interneurons expressed either somatostatin 
or cortistatin but not both, although in some other cortical 
areas (e.g., layer VI of the visual cortex) as many as 4 0%. of 
cortistatin-positive cells also contained somatostatin-like 
immunoreactivity. In the hippocampal CA fields, most (>80%) 
cortistatin-positive . cells were also positive for somatostatin 
immunoreactivity. Cortistatin was not present in the hilus, 
which was rich in somatostatin-positive cells. 

Hybridization to northern blots of mouse tissues revealed 
the presence of two bands in brain but not liver, kidney or 
thymus. Two bands were also observed in the human brain 
sample . 

B - Detection of CTG Repeats in Cortistatin 
• As previously described in Example 1, both the rat, human 
and mouse preprocortistatin cDNAs are characterized by having 
multiple iterations of the triplet CTG in the nucleotide 
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sequence encoding leucine residues in a portion of the signal 
sequence. For the rat sequence, six iterations of the 
trinucleotide CTG repeats are present while in the mouse 
sequence three CTG repeats are present for encoding leucine. 
Similarly, for the human sequence four iterations of the CTG 
repeats are present. 

As previously mentioned, triplet expansions have been 
determined to be the genetic basis for neurological diseases, 
e.g., myotonic dystrophy as described by Brook et al . , Cell , 
68:799-808 (1992) and fragile-X syndrome as described by Fu et 
al., Cell , 67:1047-1058 (1991). In myotonic dystrophy 
patients who are mildly affected, at least 50 CTG repeats are 
present. In severely affected individuals, the expansion can 
exist up to several kilobase pairs. In contrast, in the 
normal population, the repeat sequence is highly variable 
ranging from 5 to 27 copies. Individuals with varying 
severities of fragile-X have been similarly characterized. 

Thus, screening for the presence of a region of DNA in 
which the repeats are present in either normal, underexpansion 
or overexpansion form can provide a genetic basis for 
diagnosis for some diseases. The same may be true for 
cortistatin in that expansion of the region may contribute to 
the basis for a sleep-related or disease related to cortical- 
activity of the brain. Consequently, one aspect of the 
present invention is a genetic screening method to determine 
the nature of the lysine-encoding" triplets in a specified 
region of cortistatin nucleotide sequence. By screening a 
large number of samples from a population of normal 
individuals along with those having sleep disturbances or 
disorders, the range for normal variability can be determined 
as well as the correlation of repeat length with a disorder 
and severity thereof. 

Therefore, in view of the nucleotide sequence similarity 
between rat and mouse preprocortistat in as respectively shown 
in Figures 1 and 3, oligonucleotide primer sequences have been 
designed to allow for positional amplification by polymerase 
chain reaction (PCR) of target nucleic acid samples. For 
screening for transcribed cortistatin, the nucleic acid sample 
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is derived from brain tissue biopsy. Alternatively, the 
designed primers are useful for amplifying genomic DNA 
obtained from readily available cells, such as peripheral 
blood leucocytes. 

The 5' primers for rat and mouse respectively encode the 
amino acid residue sequence Gly-Lys-Arg-Pro-Ser-Ala (SEQ ID NO 

.17) and Gly-Lys-Trp-Pro-Ser-Ala (SEQ ID NO 18) . ' The 

nucleotide sequence for the 3 • primer is the same for rat and 
mouse sequence encoding the amino acid residue sequence Trp- 
Trp-His-Glu-Trp-Ala (SEQ ID NO 19) as written in amino 
terminal to carboxy terminal direction of the cortistatin 
protein as shown in Figures l and 3 and in the respective SEQ 
ID NOs 2 and 5; Preferred nucleotide sequences for primers 
corresponding to the amino acids in SEQ ID NOs 17, 18 and 19 
are respectively 5 ' GGCAAGCGGCCGTCAGCC3 ' (SEQ ID NO 20) , 
5 ' GGCAAGTGGTCAGCC (SEQ ID NO 21) and 5 * AGACTCATGCCACCA3 • (SEQ 
ID NO 22) . 

PCR amplifications are then performed with a sample of 
nucleic acid according to methods well known to one of 
ordinary skill in the art and as described in "Current 
Protocols in Molecular Biology" , Ausubel et al . , eds, Chapter 
15, Wiley t Sons, Inc., New York (1989).. 

The resultant amplified DNA is then analyzed by gel 
electrophoresis for the presence of. triplet expansions in the 
region between the two primer pairs, the region of which for 
rat and mouse are respectively 171 and 159 nucleotides in 
length. The amplified rat region corresponds to nucleotide 
positions 51 through 221 in SEQ ID NO 1 and . for. mouse the 
corresponding nucleotide positions in SEQ ID NO 4 are from 4.9 
through 207. An increase in the molecular weight of the 
fragment is indicative of expansion of a selected triplet 
repeat. To confirm the presence of expansion and/or 
compression of the region, the PCR fragments are sequenced. 
Appropriate diagnoses are then readily made. 
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5 . Detection of Cortistatin Protein 
A . Receptor Binding Assays 
To determine the binding specificity of cortistatin and 
in view of its similarity to somatostatin, assays to assess 
the binding of chemically synthesized, linear cortistatin- 14 
peptide prepared in Example 2 to somatostatin receptors on GH4 

pituitary cells were performed. 

GH 4 cells, obtained from Dr. Kaare M. Gautvik (University 

of Oslo) or ATCC, were grown in MEM medium with 12% fetal calf 
serum in 6-well plates at 10 6 cells/ml. Each well then 
received TO 6 cpm/ml of 12 ^l somatostatin- 14 {NEN, DuPont , 
Wilmington, DE) alone or with increasing concentrations of 
somatostatin- 14 peptide (Sigma) or cort istat in- 14 peptide 
(95%, purified by reverse phase HPLC ranging from lCr 10 M to 
10" 6 M. Aprotinin and leupeptin (Sigma; 2 g/ml) was included 
as it reduced non-specific binding to 20% of total bound 
radioactivity. The binding of l?5i somatostatin in the 
presence of 10" 7 M somatostatin was considered as unspecific 
binding as described by Schonbrunn et al . , J. Bio l. Chem. , 
235:6473-6483 (1978) . 

As shown in Figure 5A, both cortistatin- 14 (filled 
circles) and somatostatin- 14 (empty circles) effectively 
displaced 125j -somatostatin-14 binding in a dose-dependent 
manner, with an estimated of 5 xlO" 9 M, very close to that 

previously reported for somatostatin as described by 
Schonbrunn et al . , J. Biol . Chem. . 235: 6473-64 83 (1978). The 
combined data from four independent experiments are plotted as 
mean values A standard error. As a control, thryoid releasing 
hormone (TRH) (Calbiochem, La Jolla, CA) and vasoactive 
intestinal peptide (VIP) (Bachem, Switzerland) did not show 
any displacement of 125j. somatostatin. 

Parallel assays are readily performed with the 
cortistatin proteins and polypeptides listed in Table 1, 
prepared by either recombinant or synthetic means as described 
above . 

Comparable binding assays, as described in Example 6, are 
performed with GH 4 cells or cortistatin- specif ic positive 
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cells or tissues containing such to identify a cortistatin 
analog, also referred to as a cortistatin receptor ligand. 

B . Receptor Activation Assays 

To investigate whether cortistatin modulates somatostatin 
receptor activation, the concentration of cyclic AMP (cAMP) 
was determined following stimulation of GH 4 cells with VIP or 

TRH in the presence or absence of either cortistatin or 
somatostatin. 

For the cAMP assays, GH 4 cells were grown under the same 
conditions as for the binding assays. The cells were washed 
with MEM without serum, but containing leupeptin, aprotinin - 
and 1 mM 3 - isobutyl -methyl -xantine (IBMX) . The cells were 
pretreated with somatostatin- 14 and cortistatin- 14 for 15 
minutes before VIP at 10~ 6 M was added or TRH at 10" 7 M. To 
each well, 3 H cyclic AMP was added before the content was 
removed, to calculate recovery. For cAMP measurements, a RIA 
kit (Amersham, Arlington Heights, IL) was used according to 
the instructions of the manufacturer. Each time point 
represents 2-4 replicates and the experiments were carried out 
twice . 

As shown in Figure 5B, both VIP and TRH at respective 
concentrations, of 10* 6 M and 10~ 7 M increased the 
intracellular concentration of cAMP while the somatostatin and 
cortistatin peptides. at . 
10" 6 M had no effect as compared to control. 

As shown in Figure 5C, both statin peptides showed 
indistinguishably effective inhibition of VIP and TRH 
stimulation of cAMP in cells. Both peptides at 10" 8 M 
completely inhibited the action of TRH, whereas they 
attenuated the effect of VIP in a dose -dependent manner by 
about 50% at 10" 6 M. 

Therefore, in view of the results shown in Figures 5A-5C, 
cortistatin appears to act as an agonist on the endogenous 
somatostatin receptors expressed by GH 4 cells, although these 

cells may express a heterogeneous population of receptors and 
the agonist activity may not necessarily be its role at its 
sites of expression. Although a cortistatin- specif ic receptor 
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has yet been identified, the assays described in Example 7 
using the.cortistatin proteins and polypeptides listed in 
Table .1, prepared by either recombinant or synthetic means are 
designed to facilitate such identification of a cortistatin- 
specific receptor. 

6 ' Paction *f CorriRfarin An a1nOB Antral «*•» 

The receptor binding and cAMP activation assays described 
in Example 5 are used in this invention to screen for 
cortistatin analogs as well as antagonists, the latter of 
which includes cortistatin-specif ic antibodies. Anti- 
cortistatin antibodies that are cortistatin antagonists are 
also referred to as cortistatin receptor antagonists in that 
the antibody blocks the binding of the cortistatin ligand to 
its receptor, thereby preventing receptor occupancy and 
activation. 

In the receptor binding assay, analogs. of cortistatin are 
identified in the same manner as was used to identify . 
cortistatin as an agonist of somatostatin receptors m a 
parallel assay, a cortistatin antagonist, such as an anti- 
cortistatin peptide antibody preparation as described in 
Example 4, is identified by blocking the cortistatin- 14 
ability to displace labeled somatostatin from binding to the 
somatostat in-receptor-bearing cells or to cortistatin- 
rece P tor_bearing cells. m « modified receptor binding - y 
using 12Sl- C ortistatin-i4 or any labeled cortistatin protein 

cortlsr^ ° f ^ inVenti ° n ' P^rably P-cort istat in , a 
cortistatin antagonist can be identified if the candidate 
molecule is shown to displace the binding of the labeled 

IZllT^ PSPtide ^ ^ CSllS ° r e «^--**.ri» g cortistatin- 
specific receptors. 

t . irmati ° n ° f 3 ^tistatin antagonist is provided in 

the cAMP assays by incubation of the molecule with the 
cortistatin-!* peptide prior to addition of the cAMP 
activators. A cortistatin antagonist is identified by the 

i::: d :^ tion of camp ~ iati - *■« as 6ays Per y formed 

as described for the data shown in Figure SC. Cortistatin 
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analogs are identified by the effective inhibition of cAMP 
accumulation in parallel to that shown in Figure sc. 

Further confirmation of the identification of a ' 
cortistatin analog or antagonist is provided in the in vitro ~ 
and m vivo electrophysiological assays as described in 
Example 8 where the functional physiological responses by 
cortistatin are distinct from . those elicited by- somatostatin 
the responses of which are dependent upon specific receptor ' 
activation. 

Cortistatin agonists are also identified by their binding 
patterns on rat brain cryosections, as has been described for 
somatostatin by Pelletier et al., Meth. En^m 124,607-615 
(1986), the disclosure of which is hereby incorporated by 
reference. 

7 - Petection of Corf i *t*t in-fi^o,- f < c RfeeB nfnr 

For identifying a cortistatin-specif ic receptor in the 
brain, cortistatin-specif ic binding sites are detected as 
described by Tran et al . . Eur. .t. P^n,^-, 10 i :3 0 7 -309 

(1984), the disclosure of which is hereby incorporated by 
reference. Briefly, synthetic analogs of cortistatin 
presented in single-letter code, (YPCKNFFWKTFSSCK (SEQ ID NO 
23) or PCKNFFYKTFSSCK (SEQ ID. NO 24)), are labeled with 125! 
several methods and purified by reverse phase HPLC. Different 
amounts of 12 5l . labeled cortistatin analogs are then incubated 

with rat brain cryosections in the presence of 10"6 M cold 
competitive analog. 

Alternatively, tritiated analogs are synthesized and used 
for in situ autoradiography. 

Cortistatin-specific receptors are also identified by 
binding labeled cortistatin analogs, that include cortistatin 
proteins and polypeptides listed in Table 1, prepared by 
either recombinant or synthetic means as described above to 
biochemical membrane preparations from cortex. Synthetic 
cortistatin is immobilized to activated agarose columns (such 
as BioGel 10 columns from BioRad) and used to purify 
cortistatin-binding proteins from brain extracts. Such 
methods are well known in the art. 



SDOCID .WO 67*3417A1 I » 



WO 97/43417 „ ; 

PCT/US97/08481 

91 



8 - Physiolo gy of Corf, is t a tin and Theraneutic Methnris 

Somatostatin is known to hyperpolarize central neurons by 
increasing potassium conductances as described by Inoue et 
al.. J. Physiol . , 407:177-198 (1988), including the voltage- 
dependent potassium M current (see Moore et al . , Science . 
239:278-280 (1988) and Jacquin et al . , Proc . "Natl ■ Acad.'fin-i 
USA, 85:948-952 (1988)). To complete the characterization of' 
the physiological role of cortistatin, assays were performed 
to determine whether cortistatin had somatostatin-like effects 
on hippocampal neurons by means of current- and voltage- clamp 
recordings in the hippocampal slice preparation. 

Intracellular recordings were obtained in rat hippocampal 
slices using sharp glass micropipettes as previously described 
by Schweitzer et al . , J. Neurosr-i 13:2033-204 9 (1993). 
Recordings were made from 11 hippocampal CA1 pyramidal cells 
with an average resting membrane potential of -70 A 1 it>V (mean 
A s.e.m. ) and action potential of 103 A 2 mV. Current -clamp 
recording of a CA1 neuron manually depolarized to -65 mV 
(resting membrane potential was -70 mV) to elicit action 
potential firing (upward deflections, truncated) is shown in 
Figure 6A. 

Superfusion of 1 M cortistatin-14 peptide (bar above 
record), prepared as described in Example 3, like 
somatostatin-14, hyperpolarized these neurons (10 of 11 
cells) , in association with inhibition of action potential 
firing, followed by recovery to control levels upon washout of 
the peptide. Unlike somatostatin, the cortistatin- 14 -mediated 
effect developed slowly, reaching a maximum steady effect six 
to eight minutes after the onset of the response. This 
contrasted with the time-to-peak of somatostatin's effect on 
these neurons under the same experimental conditions that was 
much shorter (2-3 minutes) . 

To determine the mechanism of the cortistatin-induced 
inhibition, we assessed the effect of cortistatin on the M 
current (J M ) , a non- inactivating voltage-dependent potassium 
current seen in hippocampal neurons as described by Halliwell 
et al • ' Brain Rps , 250:71-92 (1982). 
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In voltage clamp assays, the J M relaxation was observed 
by applying hyperpol arizing steps (5 to 25 mV) . from a holding 
.potential* of -43 to -48 mV. Figure SB shows the voltage-clamr, 
recording of a CA1 neuron held at -43 mV/ an X M relax^n^ 
evoked with 10 mV hyperpolarizing step. 

As previously described for somatostatin (Moore et al 

Science, 239:278-280 (1988) .and Schweitzer et al., -Nature 

346:464-466 < 1990 ).) , cort istat in- 14 (i M , 7 minutest 
superfusion increased the amplitude of the x M relaxation by 
60% (see arrows) concomitantly with an outward steady-state 
current, as shown in Figure .68. with the dotted line as control 
holding current, with recovery to control levels upon washout . 

The inhibitory effects of cortistatin on the excitability 
of CAl pyramidal neurons as viewed, by population spike (PS) 
amplitudes was paralleled in vivo in the anesthetized " 
preparation. For the in_vivo studies, male Sprague-Dawley r.ts 
were anesthetized with halothane (o . 9-1 . 1% , . The commisural 
pathway was stimulated and elicited field potentials in the 
CAl region essentially as described by Steffensen et al 
Brain_Res^, 538:46-53 (1991). Cortistatin (1 mg/ml) was' 
dissolved in saline and administered iontophoret ically through 
one barrel of a multibarreled micropipets. As shown in 
Figure 6C, stimulus -response curves were generated and the PS 
amplitude was monotonically related to stimulus intensity 
tested at three response levels: threshold, half -maximal and 
maximal (control mean half -maximal PS amplitude = 4.7 mV A • 
0.5; n=5). Asterisks represent significance levels at P< 
0.05. The data was compiled with software (LabView 
instruments, National Instruments, Austin, TX) as described by 
Steffensen et al . , Brain »», 538:46-53 (1991). 

Stimulation of the monosynaptic afferent input to the CAl 
region evoked a characteristic population spike (PS) that 
represents the synchronous firing of pyramidal cells 
superimposed on a field synaptic potential waveform as 
described by Anderson et al., Exr>. B^-in p., i 3:2 08-221 
(1971). As is apparent in. Figure 6C, microiontophoretic 
application of cortistatin, like somatostatin, significantly 
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decreased PS amplitudes both at half -maximal and maximal 
levels of stimulation. 

As cortistatin is expressed in interneurons located in 
the cerebral cortex and hippocampus, its effects on cortical 
measures of neuronal excitability was next determined in vivo . 
Up to 6 nmoles of HPLC- purified synthetic cortistatin- 14 
peptide prepared in Example 3 were infused into the brain 
ventricles of rats (n=5) and recorded the electroencephalogram 
(EEG) for four hours after peptide injection. In addition, 
rats were observed for changes in spontaneous behavior through 
a one-way window. Standard methodologies for chronic 
electrophysiological preparation and data acquisition were 
used. Procedures for EEG recordings and PP studies are as 
described by Prospero-Garcia et al . , Pharmacol . Bio^m 
Behav^, 49:413 (1994) and Steffensen et al . , Brain R PS . , 
652:149 (1994) . 

Figures 7A-1, 7A-2, 7A-3 and 7A-4 show the effects of the 
intracerebroventricular administration of cortistatin on the 
sleep-wake cycle of the rat. Figures 7A-1, 7A-2, 7A-3 and 7A- 
4 respectively illustrate wakefulness, slow-wave sleep 1, 
slow- wave sleep 2 and REM sleep. The effects of the sleep 
cycle were assessed with cortistatin-14 dosages at 100 ng, 500 
ng, 1 g and 10 g as plotted from left to right in the bar 
graphs as shown against saline control. Asterisks represent 
significance levels of P<0.05; ANOVA. 

Cortistatin-14 -pept ide-treated animals demonstrated a 
clear hypoactive behavior compared to the saline- injected 
rats, but kept their eyes open and displayed other signs of 
wakefulness for a short period of time (15-20 minutes). In 
these animals, the EEG showed a dramatic increase in cortical 
slow waves (1-4 Hz) . As shown by referring to Figures 7A-1 
through 7A-4, polygraphic monitoring of arousal states 
subsequent to the administration of cortistatin also indicated 
that rats spent up to 75% of the four hour recording time in 
slow-wave sleep compared to 40% in saline- treated control 
animals. A significant reduction on paradoxical (REM) sleep 
was also observed with the highest dose of cortistatin, in 
clear contrast to the reported increase in REM sleep after 
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neurons. As shown in the Examples above, both peptides bind 
to .somatostatin receptors on GH 4 cells with very similar 
affinities, inhibit the hormonally- induced accumulation of 
cAMP in these cells with similar efficiencies, cause neuronal 
hyperpolarization and increase the M-current in hippocampal 
neurons, thus suggesting that they could act through the same 
receptors in vivo. The presence of the common amino. acid 
residues FWKT (SEQ ID NO 2 from position 104 to 107), that 
have been shown to be critical for somatostatin binding, also 
supports the idea of cortistatin binding to somatostatin 
receptors. 

Nevertheless, cortistatin • s effects on the activity of 
hippocampal neurons in vivo and on sleep physiology are 
clearly distinct, from those of somatostatin. Thus, ' 
cortistatin. could differentially bind to somatostatin receptor 
subtypes different from the ones analyzed here, or it could 
act on -opioid receptors, as has been demonstrated for the 
somatostatin analog octeotride and the receptor antagonist 
CTOP as described by Maurer et al . , Proc. Natl. Acad. SrH . 
USA, 79:4815-4817 (1982). Cortistatin and somatostatin co- 
exist in some interheurons in the deep cortical layers and 
hippocampus, thus suggesting that these statins may compete 
for the same receptors, or they may be released from different 
synaptic boutons in response to different stimuli '. 

Cortistatin appears to be an inhibitory neuromodulator in 
the hippocampus. The hyperpolarization seen in current -clamp 
recordings is likely to be due, at least in part, to the 
augmentation of the non-inactivating potassium M-current. 
However, as with somatostatin, another K+ channel mechanism 
could also participate in the cortistatin- induced inhibitory 
effect (see Schweitzer et al . , J. Neurnsri 13:2033-2049 
(1993). Indeed the delayed effects seen in the hippocampal 
slice, along with the observed differences in functional 
responses, may suggest a distinct, uncharacterized cortistatin 
receptor. in binding studies to cloned somatostatin : 
receptors, cortistatin exhibited affinity comparable to 
somatostatin for somatostatin receptor 1 (SSTR1) , but far . 
lesser affinity for SSTR 2-5. Since SSTR3 and 4 are the 
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■ somatostatin on this measure observed in the present 
invention, which is supported by the somatostatin reduction of 
GABA-mediated synaptic potentials in CAl pyramidal neurons 
previously reported by Scharfman et al. ( Brain 493-205- 
211 (1989). 

Together, this provides another functional difference 
between cortistatin and somatostatin. These results are 
consistent with those in reverse- phased and awake rats, where 
cortistatin markedly reduced the duration of cortical 
electrical . activity that is associated with the cholinergic 
system, as well as the ACh-induced desynchronization of local 
EEC. Therefore, cortistatin antagonizes the effects of ACh in 
both the hippocampus and the cerebral cortex in vivo The 
findings reported here thus provide the physiological basis 
that this novel neuropeptide, cortistatin, functions as a 
regulator of neuronal activity and sleep. . As such, 
cortistatin, analogs and antagonists thereof, are valuable 
reagents in use in the diagnostic and therapeutic methods of 
this invention. 

The foregoing specification, including the specific 
embodiments and examples, is intended to be illustrative of 
the present invention and is not to be taken as limiting 
Numerous other variations and modifications can be effected 
without departing from the true- spirit and scope of the 
invention. 
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SEQUENCE LISTING 

(!) GENERAL INFORMATION: 

(i) APPLICANT: Sutcliffe, Gregor J. 

de Lecea, Luis 
Siggins, George R . 
Henriksen, Steven J. 

(ii) TITLE OF INVENTION: CORTI STATIN : NEUROPEPTIDES 
COMPOSITIONS AND METHODS 

(iii) NUMBER OF SEQUENCES : 26 

(iv) CORRESPONDENCE ADDRESS : 

(A) ADDRESSEE: THE SCR I PPS RESEARCH INSTITUTE 

(B) STREET: 10666 North Torrey Pines Road, TPC-8 

(C) CITY: La Jolla 

(D) STATE: California 

(E) COUNTRY: US 

(F) ZIP: 92037 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible " 

(C) OPERATING SYSTEM: PC -DOS/MS -DOS 

(D) SOFTWARE: Patent In Release #1.0, Version #1.25 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: US 

(B) FILING DATE: 

(C) CLASSIFICATION: 

(viii) ATTORNEY/AGENT INFORMATION: 

(A) NAME: Schmonsees, William 

(B) REGISTRATION NUMBER: 31,796 

(C) REFERENCE/DOCKET NUMBER: 22908-0002 " 

(ix) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: (415) 324-7041 

(B) TELEFAX: (415) 324-0638 

(2) INFORMATION FOR SEQ ID NO:l: 

( i ) SEQUENCE CHARACTER I STI CS : 

(A) LENGTH: 4 38 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 
(iv) ANTI- SENSE: NO 
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(ix) FEATURE: 

(A) NAME /KEY : CDS 

(B) LOCATION : 30.. 368 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:l: 

AAAGCACAGA CTTCAGGTTT CCAAGGAGG ATG GGT GGC TGC AGC ACA AGA GGC 

53 

Met Gly Gly Cys Ser Thr Arg Gly 
1 5 



15 20 



AAG 


CGG 


CCG 


101 






Lys 


Arg 


Pro 




10 




ATC 


GCA 


GCC 


149 






He 


Ala 


Ala 


25 






AGT 


GTG 


CAG 


197 






Ser 


Val 


Gin 


CTT 


GCC 


TGG 


245 






Leu 


Ala 


Trp 


TTC 


GAA 


GGG 


293 






Phe 


Glu 


Gly 






75 


CTC 


CAG 


CAG 


341 






Leu 


Gin 


Gin 




90 




TGG 


AAA 


ACC 


395 






Trp 


Lys 


Thr 



30 35 40 



45 50 55 



60 65 70 



80 85 



95 * 100 



105 no 

CACCCTGTGA ATGCAGCCGT GGCCTGAATA AAGAGTGTCA AGT 
438 



(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 112 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:2: 

Met Gly Gly Cys Ser Thr Arg Gly Lys Arg Pro Ser Ala Leu Ser Leu 
1 5 .-• 10 



15 



Leu Leu Leu Leu Leu Leu Ser Gly lie Ala . Ala Ser Ala Leu Pro Leu 
20 25 30 

Glu Ser Gly Pro Thr Gly Gin Asp Ser Val Gin Asp Ala Thr Gly Gly 
35 40 45 

Arg Arg .Thr Gly Leu- Leu Thr Phe Leu Ala Trp Trp His Glu Tro Ala 
50 55 60 

Ser Gin Asp Ser Ser Ser Thr Ala Phe Glu Gly Gly Thr Pro Glu Leu 
65 70 . 75 80 

Ser Lys Arg Gin Glu Arg Pro Pro Leu Gin Gin Pro Pro His Arg Ast> 

85 " 90 95 

Lys Lys Pro Cys Lys Ash Phe Phe Trp Lys Thr Phe Ser Ser Cys Lvs 
100 105 



110 



(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 110 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE : C-terminal 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

Gin Cys Ala Leu Ala Ala Leu Cys lie Val Leu Ala Leu Gly Gly Val 
1 5 10 is 

Thr Gly Ala Pro Ser Asp Pro Arg Leu Arg Gin Phe Leu Gin Lys Ser 
20 25 30 

Leu Ala Ala Ala Thr Gly Lys Gin Glu Leu Ala Lys Tyr Phe Leu Ala 
35 40 45 

Glu Leu Leu Ser Glu Pro Asn Gin Thr Glu Asn Asp Ala Leu Glu Pro 
50 55 60 

Glu Asp Leu Pro Gin Ala Ala Glu Gin Asp Glu Met Arg Leu Glu Leu 
65 70 75 so 
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Gin Arg Ser Ala Asn Ser Asn Pro Ala Met Ala Pro Arg Glu Arg- Lys 

* 85 90 95 

Ala Gly Cys Lys Asn Phe Phe Trp Lys Thr Phe Thr Ser Cys 
100 IPS 110 

(2) INFORMATION FOR SEQ ID NO; 4: 

<i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 427 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 
(iv) ANT I -SENSE: NO 

(ix) FEATURE: 

(A.) NAME/KEY: CDS 

(B) LOCATION: 25. .354 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 4 : 

GCACGAGGCT CAGCACGTCC GAGG ATG ATG GGT GGC CGA GGC ACA GGA GGC 

51 * . . 

Met Met Gly Gly Arg Gly Thr Gly Gly 

1 5 

AAG TGG CCC TCA GCC TTC GGG CTG CTG CTG CTC TGG GGG GTC GCA GCC 
99 

Lys Trp Pro Ser Ala Phe Gly Leu Leu Leu Leu Trp Gly Val Ala Ala 

10 15 20 25 

TCC GCC CTT CCC CTG GAG AGT GGC CCT ACT GGC CAG GAC AGT GTG CAG 
147 

Ser Ala Leu Pro Leu Glu Ser Gly Pro Thr Gly Gin Asp Ser Val Gin 

30 % 35 40 

GAA GCC ACC GAG GGG AGG AGC GGC CTT CTG ACT TTC CTT GCC TGG TGG 
195 

Glu Ala Thr Glu Gly Arg Ser Gly Leu Leu Thr Phe Leu Ala Trp Trp 
45 50 55 

CAC GAG TGG GCT TCC CAA GCC AGC TCC AGC ACC CCC GTC GGA GGG GGT 
243 

His Glu Trp Ala Ser Gin Ala Ser Ser Ser Thr Pro Val Gly Gly Gly 
6 0 65 70 

ACC CCC GGG CTG TCC AAG AGC CAG GAA AGG CCA CCC CCC CAA CAG CCC 
291 

Thr Pro Gly Leu Ser Lys Ser Gin Glu Arg Pro Pro Pro Gin Gin Pro 
75 80 85 
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CCA CAC CTG GAT AAA AAG CCC TGC AAG AAC . TTC TTC TGG AAA ACC TTC 
Pro His uu Asp Lys Lys Pro Cys Lys Asn Phe Phe Trp Lys Thr Phe 
TCC TCG TGC AAG TAACCCCACC CTGGGCATAG CACCCTGGCC ACCCTGTGAG 
Ser Ser Cys Lys 

110 

ATGCCAACGA GACCTGAATA AAGACTGTCA ATCAAC . 

(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS • 

(A) LENGTH: 109 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

f 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 
Mec Mat Gly Gly Ar f Gly Thr Gly Gly hys ^ ^ ^ ^ ^ 

10 15 
Leu Leu Leu Leu Trp Gly Val Ala Ala Ser Ala Leu Pro Leu Glu Ser 

Gly Pro Thr Gly Gin Asp Ser Val Gin Glu. Ala Thr Glu G^y Arg Ser 

Gly Leu Leu Thr Phe Leu Ala Trp Trp His Glu Trp Ala Ser Gin Ala 

55 60 
Ser Ser ser Thr Pro Val Gly Gly Gly Thr . Pro Gly Leu Ser Lys Ser 

Gin Glu Arg Pro P r? Pro Gin Gin Pro- Pro His Leu Asp Lys Lys Z 

Cys Lys Asn Phe Phe Trp Lys Thr Phe Ser Ser Cys Lys 



(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS • 

(A) LENGTH: 85 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 
(v) FRAGMENT TYPE: C- terminal 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 6 : 

Ser Ala Leu Pro Leu Glu Ser Gly Pro Thr Gly Gin Asp Ser Val Gin 
1 5 •> 10 15 

Asp Ala Thr Gly Gly Arg Arg Thr Gly Leu Leu Thr Phe Leu Ala Trp 
20 25 30 

Trp His Glu Trp Ala Ser Gin . Asp Ser Ser Ser Thr Ala Phe Glu Glv 
3 5 4 0 4 5 

Gly Thr Pro Glu Leu Ser Lys Arg Gin Glu Arg Pro Pro Leu Gin Gin 
50 55 60 

Pro Pro His Arg Asp Lys Lys Pro Cys Lys Asn Phe Phe Trp Lys Thr 
65 70 75 80 

Phe Ser Ser Cys Lys 

85 

(2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 29 amino acids 
<B) TYPE: amino acid 

(D) TOPOLOGY: linear *' 
(ii) MOLECULE TYPE: protein 
(v) FRAGMENT TYPE: C- terminal 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7 : 

Gin Glu Arg Pro Pro Leu Gin Gin Pro Pro His Arg Asp Lys Lys Pro 
1 5 10 15 

Cys Lys Asn Phe Phe Trp Lys Thr Phe Ser Ser Cys Lys 
20 * 25 

(2) INFORMATION FOR SEQ ID NO: 8: ' 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 14 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE: C- terminal 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8 : 

Pro Cys Lys . Asn Phe Phe Trp Lys Thr Phe Ser Ser Cys Lys 
1.5 10 
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(2) INFORMATION FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS : 

)Zl TYPE = ammo acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(V) FRAGMENT TYPE: internal , 

(xi) SEQUENCE DESCRIPTION: SEQ ID N0 . 9 . 
Gin Glu Ar g Pro Pro Leu Gin Gin Pro Pro His Ar g Asp 

(2) INFORMATION FOR SEQ ID NO: 10: 
(i) SEQUENCE CHARACTERISTICS: 

B Sr™ 1 ? 4 amin ° aci ^ 
b; TYPE: ammo acid 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: protein 
(v) FRAGMENT TYPE: C- terminal 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO- 10- 

Ser A la Leu Pro Leu Glu Ser Gl y Pro Thr Gl y Gin Asp Ser Val cm 

Olu Ala Tnr Glu Gl y A r g Ser Gl y Leu Leu Tnr P he Leu Ala H P Trp 

His Glu Tr P Ala Ser Gin Ala Ser Ser Ser T hr Pro Val « y Giy G l y 

** Pro Gl y Leu Ser L ys Ser Gin Glu Ar g Pro Pro ll G ln Gin Pro 
go His Leu Asp Lys %s ^ ^ ^ ^ p ^ ^ l ^ ^ ^ 

Ser Ser Cy s Lys " 80 

(2) INFORMATION FOR SEQ ID NO:li' : 

(i) SEQUENCE CHARACTERISTICS- 

B T^P? TH: " ami *o "ids 
jbj TYPE: ammo acid 
(D) TOPOLOGY: lin^r 
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(ii) MOLECULE TYPE: protein 
(v) FRAGMENT TYPE: C- terminal 

(xi) SEQUENCE DESCRIPTION : SEQ ID NO: 11: 

Gin Glu Arg Pro. Pro Pro Gin Gin Pro Pro His Leu Asp Lys Lys Pro 
1 5 10 15 

Cys Lys Asn Phe Phe Trp Lys Thr Phe Ser Ser Cys Lys 
20 . 25 

(2) INFORMATION FOR SEQ ID NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 13 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein. 

(v) FRAGMENT TYPE: internal 

(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 

Gin Glu Arg Pro Pro Pro Gin Gin Pro Pro His Leu Asp 
1 5 10 

(2) INFORMATION FOR SEQ ID NO: 13: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 

(iv) ANT I - SENSE : NO 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:13: 

ATCGAGATCT AAGGAGGATG GGTGGCTGCA G 
31 

(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 68 base pairs 
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(B) TYPE: nucleic acid° 8 

(CJ STRANDEDNESS: single . ' 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 
(iv) ANTI- SENSE: NO 

Cxi) SEQUENCE DESCRIPTION: SEQ ID NO: 14- 
ACTGTCTAGA TCATAGGTCT TCTTCTGATA TTAGTTTTTG TTCCTTGCAC GAGGAGAAGG 

TTTTCCAG 
68 

(2) INFORMATION FOR SEQ ID NO : 15 : 

(i) SEQUENCE CHARACTERISTICS- 
(A) LENGTH: 26 base pairs 
B TYPE: nucleic acid 
C) STRANDEDNESS : sinqle 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 

(iv) ANTI -SENSE: NO 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15: 
ATCGAGATCf GCCCTCCCCC TGGAGA 

2 o - 
(2) INFORMATION FOR SEQ ID NO : 16 : 

(i) SEQUENCE CHARACTERISTICS- 
(A) LENGTH: 30 base pairs 
B) TYPE: nucleic acid 

(C) STRANDEDNESS: sinqle 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 

(iv) ANTI - SENSE : NO 

(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16: 
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ACTGAATTCA GGCCACGGCT GCATTCACAG ' 
30 

(2) INFORMATION FOR SEQ ID NO: 17. : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE: internal 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:17: 

Gly Lys Arg Pro Ser Ala 
1 5 

(2) INFORMATION FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6 amino acids . , . 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE : protein 

(v) FRAGMENT TYPE: internal 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18: 

Gly Lys Trp Pro Ser Ala 
1 5 
(2) INFORMATION FOR SEQ ID NO: 19: 

(i) SEQUENCE CHARACTERISTICS- 

(A) LENGTH: 6 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE: internal 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 19: 

Trp Trp His Glu Trp Ala 
1 5 
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(2) INFORMATION FOR SEQ ID NO: 2 0: 

(i) SEQUENCE CHARACTERISTICS • 
(A) LENGTH : 18 base pairs 
B TYPE: nucleic acid 
C) STRANDEDNESS: sinqle 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 
(iv) ANTI -SENSE: NO 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 20 

GGCAAGCGGC CGTCAGCC 
18 

(2) INFORMATION FOR SEQ ID NO: 21: 

(i) SEQUENCE CHARACTERISTICS • 
(A) LENGTH: 18 base pairs 
B TYPE: nucleic acid 
C STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 

(iv) ANTI-SENSE: NO 

(Xi) SEQUENCE DESCRIPTION: SEQ ID HO: 21: 

GGCAAGTGGC CCTCAGCC 
18 

(2) INFORMATION FOR SEQ ID NO: 22: 
(i) SEQUENCE CHARACTERISTICS • 

B TYPE: nucleic acid 
C STRANDEDNESS: sinqle 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 

(iv) ANTI -SENSE: NO 
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(xi) SEQUENCE DESCRIPTION: SEQIDNO:22: 

AGCCCACTCA TGCCACCA 
18 

(2) 4 INFORMATION FOR SEQ ID NO:23: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 15 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE: C- terminal 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 23: 

Tyr Pro Cys Lys Asn Phe Phe Trp Lys Thr Phe Ser Ser Cys Lys 
1 5 10 15 

(2) INFORMATION FOR SEQ ID NO:24: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 14 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(v) FRAGMENT TYPE: C-terminal 



(xi) SEQUENCE DESCRIPTION : SEQ ID NO: 24: 

Pro Cys Lys Asn Phe Phe Tyr Lys Thr Phe Ser Ser Cys Lys 
1 5 10 



(2) INFORMATION FOR SEQ ID NO: 25: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 701 base pairs 

(B) TYPE: nucleic acid 
tC) STRANDEDNESS : unknown 
(D) TOPOLOGY: unknown 

(ii) MOLECULE TYPE: cDNA 

(iii) HYPOTHETICAL: NO 

(iv) ANTI -SENSE: NO 



(xi) 



SEQUENCE DESCRIPTION: SEQ ID NO: 25: 
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52 








TGCTGCTGCT 


112 






GCCGAGACAG 


172 




LAbbiiAbLbb 


TCCTCGCTTG 


232 


Vj 1 111 bAb 


I bbALL rL.CC 


AAGCCCGGGA 


292 


bo I taOL-CAVjCj 


bGGCAGbAAG 


ACAGAATGCC 


352 


v- 1 vjV-AvjvjAAL 


TTCTTCTGGA 


CCCATGAATG 


412 


vJT CACG C AAG 


TGTAATGACA 


ATCTTTCCTC 


472 


TCCTCCTTCC 


CAAGTCATTG 


GCCCAATACT 


532 


GACGTGTCTT 


GAGTAATTTG 


TTTTTTTTGT 


592 


GGTTCGACTG 


GACTGTGCTG 


TCATTATGGT 


652 


GCTGGGAAGC 


TCTGTCTTTG 


701 





(2) INFORMATION FOR SEQ ID NO:26: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH :. 105 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 

(iii) HYPOTHETICAL: NO 

(iv) ANTI-SENSE: NO 

(v) FRAGMENT TYPE: internal 

. (xi) SEQUENCE DESCRIPTION: SEQ ID NO:26 
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Met Pro Leu Ser Pro Gly Leu Leu Leu Leu Leu Leu Ser Gly Ala 
Thr * 

1 5 10 15 

Ala Thr Ala Ala Leu Pro Leu Glu Gly Gly Pro Thr Gly Arg Asp 
Ser 

20 25 3 0 

Glu His Met Glri Glu Ala Ala Gly lie Arg Lys Ser Ser Leu Leu 
Thr 

35 40 45 

Phe Leu Ala Trp.Trp Phe Glu Trp Thr Ser Gin Ala Ser Ala Gly 
Pro 

50 55 60 

Leu lie Gly Glu Glu Ala Arg Glu Val Ala Arg Arg Gin Glu Gly 
Ala 

65 70 75 

80 

Pro Pro Gin Gin Ser Ala Arg Arg Asp Arg Met Pro Cys Arg Asn 
Phe 

85 9.0 95 

Phe Trp Lys Thr Phe Ser Ser Cys Lys 
100 105 
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What is claimed is: 

1. A substantially isolated and purified cortistatin 
polypeptide. 

2. The polypeptide of claim 1 wherein said polypeptide 
has a sequence that corresponds to a sequence in the Sequence 
Listing selected from the group consisting of SEQ ID NOs 2 , 5, 
6, 7, 8, 9, 10, il, 12, 23, 24, 26, , positions 44 to 74 of 
SEQ ID NO 26, positions 77 to 105 of SEQ ID NO 26 and 
positions 89 to 105 of SEQ ID NO 26. 

3 . A substantially purified nucleic acid having a 
nucleotide sequence that encodes a cortistatin polypeptide 
having a sequence that corresponds ' to a sequence in the 
Sequence Listing selected from the group consisting of SEQ ID 
NOs 2, 5, 6, 7, 8, 9, 10, 11, 12, 23, 24, 26, positions 44 to 
74 of SEQ ID NO 26, positions 77 to 105 of SEQ ID NO 26. and • 
positions 89 to 105 of SEQ ID NO 26. 

4. The nucleic acid of claim 3 wherein said nucleotide 
sequence is.SEQ ID NO 1 or SEQ ID NO. 4 or SEQ ID NO. 25. 

5. A vector comprising a nucleic acid according to 
claim 3, wherein said vector is adapted for expression of said 
encoded cortistatin polypeptide. 

6. An isolated mammalian cell comprising a vector 
according to claim 5. 

7. An oligonucleotide primer for hybridizing 
deoxyribonucleic acid which encodes a cortistatin polypeptide, 
wherein said primer has a nucleotide sequence selected from 
the group consisting of SEQ ID NOs 13, 14, 15, 16,-20, 21 and 
22. 

8. An antibody that immunoreacts with a substantially 
isolated mammalian cortistatin protein, preferably a 
monoclonal antibody. 

9. An antibody that immunoreacts with a polypeptide 
having a sequence that corresponds to a sequence in the 
Sequence Listing selected from the group consisting of SEQ ID 
NOs 2, 5, 6, 7, 8, 9, 10, 11, 12, 23, 24, 26, positions 44 to 
74 of SEQ ID NO 26, positions 77 t.o 105 of SEQ ID NO 26 and 
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positions 89 to 105 of SEQ ID NO 26, preferably a monoclonal 
antibody. 

10. A kit for detecting the presence of cortistatin in a 
human body sample comprising packaging means comprising a 
first container containing an anti -cortistatin antibody in an 
amount sufficient for at least one assay, wherein said 
antibody immunoreacts with human cortistatin or a polypeptide 
having an amino acid residue sequence shown as positions 89 to 
105 of SEQ ID NO 26, and optionally a second container 
containing a detecting antibody that binds to the 
anti -cortistatin antibody. 

Hi A kit for detecting the presence of genes that 
encode cortistatin in a body sample comprising packaging means 
comprising a first container containing an oligonucleotide in 
an amount sufficient for at least one assay, wherein said 
oligonucleotide includes a nucleotide sequence that encodes a 
cortistatin polypeptide having an amino acid residue sequence 
selected from the group consisting of SEQ ID NOs 2, 5, 6, 7, 
8, 9, 10, 11, 12, 23, 24, 26, positions 44 to 74 of SEQ ID NO 
26, positions 77 to 105 of SEQ ID NO 26 and positions 89 to 
105 of SEQ ID NO 26, or includes a nucleotide sequence 

selected from the group consisting of SEQ ID NOs 13, 14, 15, 
16, 20, 21 and 22 . 

12 . A method of detecting the presence of a nucleic acid 
preferably complementary DNA (cDNA) or messenger DNA (mDNA) 
that encodes cortistatin in a human body sample containing 
nucleic acid comprising the steps of: 

(a) hybridizing the nucleic acid in the body sample 
with an oligonucleotide that includes at least 10 contiguous 
nucleotides from the nucleotide sequence shown in SEQ ID NO 25 
to form a hybridization product; and 

(b) detecting the presence of the hybridization 

product. 

13. A method of detecting the presence of a cortistatin 
antigen in a human body sample comprising the steps of: 

(a) contacting a human body sample, with, an 
anti-cortistatin antibody that immunoreacts with human 
cortistatin or with a polypeptide having the amino acid 
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residue sequence shown as positions 89 to 105 of SEQ ID NO 26 
for a time period sufficient for said antibody to immumoreact 
with said antigen present in the sample and form an ' 
immunoreaction complex; and 

(b) detecting the presence of an immunoreaction 
complex, thereby detecting said antigen. 

14 ; The rn _ et ^ od . of _ . cl .ai»n 13 ..wherein the sample comprises 
peripheral blood mononuclear cells. 

15. A method of detecting the presence of a mutation in 
a cortistatin gene of a mammal that comprises an expansion of 
the CTG domain of the cortistatin gene, comprising the steps 
of: 

(a) determining the nucleotide sequence of the CTG 
domain of the cortistatin gene in a nucleic acid sample from 
said mammal; and 

(b) comparing the determined nucleotide sequence to 
the known sequence of the CTG domain in a normal cortistatin 
gene to identify the presence of a sequence expansion in the 
CTG domain, and thereby said mutation. 

16. An oligonucleotide encoding a polypeptide selected 
from the group consisting of SEQ ID Nos 17, 18 and 19. 

17. The oligonucleotide of claim 16 selected from the 
group consisting of SEQ ID Nos 20, 21 and 22. 

18. Use of a cortistatin, preferably a substantially 
isolated and purified cortistatin,. for the manufacture of a 
medicament for inducing sleep. 

19. Use of a cortistatin receptor antagonist, preferably 
an anti-cortistatin antibody of claim 8, for! the manufacture 
of a medicament for inhibiting sleep. 

20. A process for the preparation of a cortistatin of an 
analog thereof, comprising isolation from a. natural tissue or 
a recombinant method. 

21. The process of claim 20 wherein said recombinant 
method comprising expressing a cortistatin protein in cells, 
preferably mammalian cells, recovering the cortistatin from' 
said cells and purifying the cortistatin thus obtained. 
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10 30 SO 

AAAGCACAGACTTCAGGTCTCCAAGG^GGATGGGTGGCTGCAGCACAAGAGGCAAGCGGC 

MGG CSTR GKRP 



70 90 110 

CGTCAGCCCTCAGTCTGCTGCTGCTGCTGCTGCTCTCGGGGATCGCAGCCTCTGCCCTCC 

S A L S L L L L L L L S G I A A S A L P 



t 



130 ISO 170 

CCCTGGAGAGCGGT CCCACCGGC CAGGACAGTGTGC AGGATGC C ACAGGCGGG AGGAGGA 

I* E S G P T G Q D S V Q D A T G G R R T 



190 210 230 

CCGGCCTTCTGACTTTCCTTGCCTGGTGGCATGAGTGGGCTTCCCAAGACAGCTCCAGCA 

G L L T F LAW W H E W A S Q D S S S T 



250 . 270 290 

CCGCTTTCGAAGGGGGTACCCCGGAGCTCTCTAAGCGGCAGGAAAGACCACCCCTCCAGC 



A F E G G T P E I* S K R j Q E R P P L Q Q 



310 330 3SO 

AGCCCCCACACCGGGATAAAAAGCCCTGCAAGAACTTCTT CTGGAAAACCTTCTCCTCGT 

P C K N F F W K T F S S G 



P P H R OiK K 



370 390 410< 

GC AA GTAG CC C GAG C CT GACC GG AG CC T GAC CG G CC AC CC T GT GAAT GC AG CG GTG G C C T 



430 : 
GAATAAAGAGTGTCAAGT 

FIGURE 1 



CST lO RPSALSLLLLLLLSGIAASALPLESGPTGQDSVpEATGGRRTGLLTriAW 59 

... . I : : I 1:1:.:.:. . I . I : . . 1 I | - : . : . - :* 

SST 7 QCAIAALCIVUUiSGVTGAPSDPRLRQFLQKSU^TGKOElAKYrLAEL 5 6 

CST 60 WH CWA5QDSS S TAFCGG T PC t5X^E R P PLQQ . .... . . . PPHRaKJtPOK 101 

: I . : I .11. : I : t .11 

SST 5 7 LSEPNQTENDALEPEDLPOAAEODEMRLELORSANSNPWAPREIWAGCK 106 



IRSANSNPAMAPRBRKAC 



CST 102 NFFWKTFSSGK 

i i i nn. ii 

SST 107 NFFWKTFTSC 

FIGURE 2 
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CCACCACCCT CAGCACCTCC CACG ATG ATG CGT GGC CCA CCC AC A CCA GCC 51 

Met Met Gly Gly Arg Cly Thr Cly Gly 
1 • 5 

AAC TCC CCC 7CA GCC TTC CCC CTG CJr. rrr. CTC TCG GGC GTC CCA CCC 



195 



Lys Trp Pro Ser Ala Phe Gly Leu Leu Leu Leu Trp Cly Val Ala All \ " 
10 15 2 o 25 I" 

TCC CCC CTT CCC CTC CAC ACT CCC CCT ACT CCC CAC CAC ACT CTC CAC 147 
Ser Ala Leu Pro Leu Clu Ser Gly Pro Thr Cly Cln Asp. Ser Val Cln 
30 35 40 

CAA CCC ACC CAC CCC ACC ACC CCC CTT CTC ACT TTC CTT CCC TCC TCC 
Clu Ala Thr Clu Cly Arg Ser Gly Leu Leu Thr Phe Leu Ala Trp Trp 
* 5 50 55 

CAC CAC TCG CCT TCC CAA CCC ACC TCC ACC ACC CCC CTC CCA CCC CCT 243 
His Clu Trp Ala Ser Cln Ala Ser Ser Ser Thr Pro Val Gly Cly Cly 
60 65 70 

ACC CCC CCC CTC TCC AAC ACC CAC. GAA_AGC CCA CCC CCC CAA CAC CCC 291 
Thr Pro Gly Leu Ser Lys Ser 1 , Cln Glu Arg Pro~Pro "Pro~cTn "cln~Pro 
75 so 33 — 

CCA_CAC_CTG_GAT AAA AAG CCC TCC AAG AAC TTC TTC TGG AAA ACC TTC 339 
Pro His^eu_AspjLys Lys | Pro Cvs Lvs Asn Phe Phe Trp Lvs Thr Phe 

90 95 Too • loT 

TCC TCC TCC AAG TAA CCC CAC CCT CGG CAT ACC ACC CTG GCC ACC CTG 387 
Ser Ser Cys Lvs | * 

110 115 120 

TCA CAT CCC AAC GAG ACC TCA ATA AAC ACT CTC AAT CAA C 4 2 7 
125 130 



FIGURE 3 
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MOUSE CST 
RAT CT 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

' MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE. CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST : 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 

MOUSE CST 
RAT CST 
HUMAN CST 



. . GCACGAG GCTCAGCACG TCCGAGGATG A7GGGTGGCC 
. AAAGCACAG ACTTCAGGTC TCCAAC-GAGG ATGGGToGCT 
GGCACGAGGC CAAACATTGA TTTCAGGGCT GCCAGC-AAGG AAGAGCAGCA 



CCTTC 
CCCTC 



GAGGCACAGG AGGCAAGTGG CCCTCAG 

GCAGCACAAG AGGCAAGCGG CCGTCAG . . '' TrrC rrrc 
GCAGGGTGGG AGAGAAGCTC CAGTCAGCCC ACAAG.-iTGCC ATTGTCCCCC 

GG .fl PtftCTGCT fiCTCTGGGGG GTCGCAGCCT CCGCCCTTCC 

AfiTCTqCTGC "BCTCCTC-CT fiCTCTCGGGG GTCGCAGCCT ^TGCCCTCCC 
GGCCTC£X££ TGCTGCTG CT CTCCGGGGCC ACGGC-ACCG CTGCCC.GCC. 

- CCTGGAGAGT GGCCCTACTG GCCAGGACAG TGTG CAGGAAGCCA 

CCTGGAGAGC GGTCCCACCG GCCAGGACAG TGTG CAGGATGCCA 

CCTGGAGGGT GGCCCCACCG GCCGAGACAG CGAGCATATG CAGGAAGCGG 

C . . CGAGGG GAGGAGCGGC CTTCTGACTT TCCTTGCCTG GTGGCACGAG 
CAGGCGGGAG GAGGACCGGC CTTCTGACTT TCCTTGCCTG GTGGCATGAG 
CAGGAATAAG GAAAAGCAGC CTCCTGACTT TCCTCGCTTG GTGGTTTGAG 

TGGGCTTCCC AAGCCAGCTC CAGCACCCCC GTCGGAGGGG GTACCCCCGG 
TGGGCTTCCC AAGACAGCTC CAGCACCGCT TTCGAAGGGG GTACCCCGGA 
TGGACCTCCC AGGCCAGTGC CGGGCCCCTC ATAGGAGAGG AAGCCCGGGA 

GCTGTCCAAG AGCCAGGAAA GGCCACCCCC CCAACAGCCC CCACACCTGG 
GCTGTCTAAG CGGCAGGAAA GACCACCCCT CCAGCAGCCC CCACACCGGG 
GGTGGCCAGG CGGCAGGAAG GCGCACCCCC CCAGCAATCC GCGCGCCGGG 

ATAAAAAGCC CTGCAAGAAC TTCTTCTGGA AAACCTTCTC CTCGTGCAAG 
ATAAAAAGCC CTGCAAGAAC TTCTTCTGGA AAACCTTCTC CTCGTGCAAG 
ACAGAATGCC CTGCAGGAAC TTCTTCTGGA AGACCTTCTC CTCCTGCAAA. 

TAACCCCACC CTGGGCATAG CACCCTGGCC ACCCTGTGAG ATGCCAACGA 
TAGCCCGAGC CTGACCGGAG CCTGACCGGC CACCCTGTGA ATGCAGCCGT 

taaaacctca cccatgaatg c; ..: .tcacgcaag tgtaatgaca 

gacctgaata aagactgtca atcaac - - * 

ggcctgaata aagagtgtca agt • • ••"•*•• 

GACCTGAATA AAATGTATTA AGCAGCAGTG ATCTT.7CCTC TCCTCCTxCC 





CAAGTCATTG 


AAAAGTGTTT 


GTTATTTAAA 


TTCCAATAAT 


GCCCAATACT 




GACGTGTCTT 


GAGTAATTTG 


GAACCCAAAA 


GTGAAGATCT 


TTGATAAAGA 




TTTTTTTTGT 


GGTTCGACTG 


GACTGTGCTG 


AGTGC3GGCA 


CTGGGCTTTT 




CTTCTGATGT 


TCATTATGGT 


GCTGGGAAGC 


TCTG7CTTTG 


ATTTAAAATA 
* 



AAATAGCTAA AGGCTACAC 



FIGURE 3a 
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RAT CST . MGGCSTRGK RPSALSLLLL LLLSGIAASA LPLESGPTGQ DS . . VQDATG 

MOUSE CST MMGGRGTGGK WPSAFGLLLL W . . . GVAASA LPLESGPTGQ DS . . VQEATE 

HUMAN CST MPLSPGLLLL LLSGATATAA LPLEGGPTGR DSEHMQEAAG 

Consensus -P LLLL A—A LPLE-GPTG- DS Q-A-- 

51 100 

RAT CST GRRTGLLTFL AWWHEWASQD SSSTAFEGGT PELSKRQERP PLQQPPHRDK 

MOUSE CST G.RSGLLTFL AWWHEWASQA SSSTPVGGGT PGLSKSQERP PPQQPPHLDK 

HUMAN CST_ IRKSSLLT.FL.AWWFEWTSQA SAGPLIGEEA REVARRQEGA PPQQSARRDR 

Consensus — LLTFL AWW-EW-SQ- S QE — P-QQ D- 

101 116 
RAT CST KPCKNFFWKT FSSCK 
MOUSE CST KPCKNFFWKT FSSCK 
HUMAN CST MPCRNFFWKT FSSCK 
Consensus -PC-NFFWKT FSSCK 



FIGURE 3b 
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FIGURE 4 
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FIGURE 5A 




FIGURE 5B FIGURE 5C 
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FIGURE 6A 

OSTIUM 




1 1 i — 

THRESHOLD HALF-MAXIMUM MAXIMUM 



STIMULUS LEVEL 
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